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The present invention provides methods and vector systems for the generation of chimaeric recombinant adenoviruses. These hybrid 
adenoviruses contain a genome that is derived from different adenovims serotypes. In particular, novel hybrid adenoviruses arc disclosed 
with improved properties for gene therapy purposes. These properties include: a decreased sensitivity towards neutralizing antibodies, a 
modified host range, a change in the titer to which adenovirus can be grown, the ability to escape trapping in the liver upon in vivo systemic 
delivery, and absence or decreased infection of antigen presenting cells (AFC) of the immune system, such as macrophages or dendritic 
cells. These chimaeric adenoviruses thus represent improved tools for gene therapy and vaccination since they overcome the limitations 
observed with the currently used serotype subgroup C adenoviruses. 
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Title: Chimaeric adenoviruses 

The invention relates to the field of molecular 
genetics and medicine. In particular the present invention 
relates to the field of gene therapy, more in particular to 
gene therapy using viruses, especially adenoviruses. 
5 In gene therapy, genetic information is delivered to a 

host cell in order to either correct (supplement) a genetic 
deficiency in said cell, or to inhibit an unwanted function 
in said cell, or to eliminate said host cell. Of course the 
genetic information can also be intended to provide the host 

10 cell with a wanted function, for instance to supply a 
secreted protein to treat other cells of the host, etc. 

Thus there are basically three different approaches in 
gene therapy, one directed towards compensating a deficiency 
present in a (mammalian) host; the second directed towards 

15 the removal or elimination of unwanted substances (organisms 
or cells) and the third towards providing a cell with a 
wanted function. 

For the purpose of gene therapy, adenovimses have been 

20 proposed as suitable vehicles to deliver genes to the host. 
Gene-transfer vectors derived from adenoviruses (so-called 
adenoviral vectors) have a number of features that make them 
particularly useful for gene transfer. 1) the biology of the 
adenoviruses is characterized in detail, 2) the adenovirus 

25 is not associated with severe human pathology, 3) the virus 
is extremely efficient in introducing its DNA into the host 
cell, 4) the virus can infect a wide variety of cells and 
has a broad host -range, 5) the virus can be produced at high 
virus titers in large quantities, and 6) the virus can be 

30 rendered replication defective by deletion of the early- 
region 1 (El) of the viral genome (Brody et al , 1994) . 
However, there are still drawbacks associated with the use 
of adenoviral vectors. Typically adenoviruses, especially 
the well investigated serotypes usually elicit an immune 

35 response by a host into, which they are introduced. Also, 
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although the virus generally spoken has a wide infection 
range, there is a problem in targeting certain cells and 
tissues. Also, the replication and other functions of the 
adenovirus are not always very well suited for the cells 
which are to be provided with the additional genetic 
material . 

The adenovirus genome is a linear double -stranded DNA 
molecule of approximately 36000 base pairs. The adenovirus 
DNA contains identical Inverted Terminal Repeats (ITR) of 
approximately 90-140 base pairs with the exact length 
depending on the serotype. The viral origins of replication 
are within the ITRs exactly at the genome ends. 
Most adenoviral vectors currently used in gene therapy have 
a deletion in the El region, where novel genetic information 
can be introduced. The El deletion renders the recombinant 
virus replication defective (Levrero et al, 1991). It has 
been demonstrated extensively that recombinant adenovirus 
in particular serotype 5 is suitable for efficient transfer 
of genes in vivo to the liver, the airway epithelium and 
solid tumors in animal models and human xenografts in 
immunodeficient mice (Bout, 1996; Blaese et al . , 1995). 
Thus, preferred methods for in vivo gene transfer into 

target cells make use of adenoviral vectors as gene delivery 
25 vehicles. 

At present, six different subgroups of human adenoviruses 
have been proposed which in total encompasses 51 distinct 
adenovirus serotypes (see table 1) . Besides these human 
30 adenoviruses an extensive number of animal adenoviruses have 
been identified (see Ishibashi et al, 1983). 

A serotype is defined on the basis of its immunological 
distinctiveness as determined by quantitative neutralization 
35 with animal antisera (horse, rabbit) . If neutralization shows 
a certain degree of cross-reaction between two viruses. 
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distinctiveness of serotype is assumed if A) the 
hemagglutinins are unrelated, as shown by lack of cross - 
reaction on hemagglutination- inhibition, or B) substantial 
biophysical/ biochemical differences in DNA exist (Francki at 

5 al, 1991) . The nine serotypes identified last (42-51) were 
isolated for the first time from HIV- infected patients 
(Hierholzer et al 1988; Schnurr et al 1993; De Jong et al 
1998) . For reasons not well understood, most of such immuno- 
compromised patients shed adenoviruses that were rarely or 

10 never isolated from immuno- competent individuals (Hierholzer 
et al 1988, 1992; Khoo et al , 1995, De Jong et al , 1998). 

Besides differences towards the sensitivity against 
neutralizing antibodies of different adenovirus serotypes, 

15 it has also been shown that adenoviruses in subgroup C such 
as Ad2, and AdS bind to different receptors as compared to 
adenoviruses from subgroup B such as Ad3 (Defer et al, 
1990) . Likewise, it was demonstrated that receptor 
specificity could be altered by exchanging the AdS with the 

20 Ad 5 knob protein, and vice versa (Krasnykh et al , 1996; . 
Stevenson et al, 1995, 1997) . The adenovirus serotype 5 is 
most widely used for gene therapy purposes . Similar to 
serotypes 2, 4 and 7, serotype 5 has a natural affiliation 
towards lung epithelia and other respiratory tissues. In 

25 contrast, it is known that, for instance, serotypes 40 and 
41 have a natural affiliation towards the gastrointestinal 
tract. For a detailed overview of the disease association of 
the different adenovirus serotypes see table 2 . The 
serotypes described above, differ in at least capsid 

30 proteins (penton-base , hexon) , proteins responsible for cell 
binding (fiber protein) , and proteins involved in adenovirus 
replication. 

One of the major problems of adenovirus gene therapy is thus 
that none of the above described serotypes are ideally 
35 suitable for delivering additional genetic material to host 
cells. Some have a somewhat limited host range, but have the 



15 



WO 00/03029 PCT/NL99/00436 



benefit of being less immunogenic, some are the other way 
TZ^. some have a problem of being of a limited virulence 
but have a broad host range and/or a reduced xmrnunogenxcxty . 
To ma.e things even more complicated this ^ J^^^^^ 
5 adenovirus serotypes is also very dependent -^^^^^^^ ^° 
be treated. Some hosts may already have encountered certaxn 
serotypes and thus mount a strong immune response to saxd 
serlt^e or a related serotype. Persons s)cilled .n the art 
Sat there are many other variations on th.s same 

ThHresent invention nov, mal.es use of the fact that some 
adenoviruses have lower immunogenicity than others, whxch 
:rers typically excel in one of the other requirements for 
an efficient gene therapy regime, such as having a high 
specificity for a certain group of host cells, a good 
Splicatiol machinery in such host cells, a high rate of 
Infection in certain host cells, etc. The invention thus 
^^o^fdes chimaeric adenoviruses having the useful properties 
of at least two adenoviruses of different serotypes. 
Typically, more than two requirements from the above non- 
e^austive list are required to obtain an adenovirus capable 
Ifefficiently transferring additional material to a host 
celflnd therefore the invention provides adenovirus derived 
::cLrs which can be used as cassettes to insert ^^^^"-^ 
Ilenoviral genes from different adenoviral serotypes at the 
rfqlllred siLs for obtaining a vector capable of expressing 
a !Iimaeric adenovirus, whereby of course ^^-.^/^^ f 
interest can be inserted at for instance the site of El of 
the original adenovirus from which the vector is derived In 
this manner the chimaeric adenovirus to be produced can be 
adapted to the requirements and needs of certain hosts in 
need of gene therapy for certain disorders. Of course to 
enable this production a packaging cell will generally be 
needed in order to produce sufficient amount of safe 
35 chimaeric adenoviruses. 
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Thus in one embodiment the invention provides a chxmaeric 
adenovirus comprising at least a part of a fiber protexn 
and/or a protein involved in replication of an adenovirus 
serotype providing the chimaeric virus with a desired host 
range and/or improved replication properties and at least a 
part of a penton or hexon protein from another less antxgen.c 
adenovirus serotype resulting in a less antigenic chimaerxc 
adenovirus. Typically such a virus v,ill be produced usxng a 
vector (typically a plasmid, a cosmid or baculovirus system 
which vector is of course also part of the present invention. 
A preferred vector is a vector which can be used to make a 
chimaeric recombinant virus specifically adapted to the host 
to be treated and the disorder to be treated. Such a vector 
is another embodiment of the present invention. Thus the 
invention also provides a recombinant vector derived from an 
adenovirus comprising at least one ITR and a packaging 
signal, having an insertion site for a nucleic acid sequence 
of interest, and further having an insertion sxte for 
functionally inserting a gene encoding a penton and/or a 
hexon protein of a first serotype of adenovirus and havxng an 
insertion site for a gene encoding a fiber protexn of a 
second adenovirus of a different serotype, and/or an 
insertion site for a gene derived from a serotype havxng 
improved characteristics in the function carried out by that 
gene or its product. Typically the invention provxdes 
cassettes which allow for the production of any desxred 
chimaeric adenovirus, be it only derived from two serotypes 
or as many as needed to obtain the desired characteristxcs, 
Whereby it is not always necessary that all characterxstxcs 
are the best when seen as single properties. It may not even 
be necessary, for instance, to always alter penton and/or 
hexon together with another part of adenovirus genes, 
sometimes the immunogenic ity needs not be altered together 
with other properties. However, it is preferred to use penton 
35 and/or hexon genes from less immunogenic adenovxrus 

serotypes. An important feature of the present invention xs 
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the means to produce the chimaeric virus. Typically, one does 
not want an adenovirus batch to be administered to the host 
cell which contains replication competent adenovirus, 
although this is not always true. In general therefor it is 
desired to omit a number of genes (but at least one) from the 
adenoviral genome on the vector encoding the chimaeric virus 
and to supply these genes in the genome of the cell in which 
the vector is brought to produce chimaeric adenovirus. Such a 
cell is usually called a packaging cell. The invention thus 
also provides a packaging cell for producing a chimaeric 
adenovirus according to the invention, comprising in trans 
all elements necessary for adenovirus production not present 
on the adenoviral vector according to the invention. 
Typically vector and packaging cell have to be adapted to one 
another in that they have all the necessary elements, but 
that they do not have overlapping elements which lead to 
replication competent virus by recombination. 

Thus the invention also provides a kit of parts comprising a 
packaging cell according to the invention and a recombinant 
vector according the invention whereby there is essentially 
no sequence overlap leading to recombination resulting in the 
production of replication competent adenovirus between said 
cell and said vector. 

In order to be able to precisely adapt the viral vector and 
provide the chimaeric virus with the desired properties at 
will, it is preferred that a library of adenoviral genes is 
provided whereby the genes are located within restriction 
sites. Typically it is preferred to have same kinds of genes 
of different serotypes within the same restriction sites and 
to have that same restriction site in the adenoviral vector 
used to produce the chimaeric virus. If all sites for 
different genes are unique then a system to pick and choose 
from has been made. One can cut a penton gene from the 
desired serotype from the library and insert it at the same 
site in the vector. One can then use a different restriction 
enzyme to cut a replication gene from the bank of a different 
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serotype using another restriction enzyme and insert that 
gene at the corresponding restriction site in the chimaeric 
vector. Thus it is to be preferred to have a vector according 
to the invention where the insertion sites are different and 
preferably unique restriction sites. Preferably this vector 
is confined with a library having the corresponding genes 
within the same restriction sites. Methods to use this 
library and the vector are within the skill in the art and 
are part of the present invention. Typically such a method 
comprises a number of restriction and ligation steps and 
expression of the result in a packaging cell. Also one can 
use a library from which the different desired adenoviral 
genes are obtained through homologous recombination or a 
combination of restriction and recombination. Thus the 
invention provides a method for producing a chimaeric 
adenovirus having a desired host range and diminished 
antigenicity, comprising providing a vector according to the 
invention having the desired insertion sites, inserting xnto 
said vector at least a functional part of a penton or hexon 
protein derived from an adenovirus serotype having relatively 
low antigenicity, inserting at least a functional part of a 
fiber protein derived from an adenovirus serotype having the 
desired host range and transfecting said vector in a 
packaging cell according to the invention and allowing for 
production of chimaeric viral particles. Of course other 
combinations of other viral genes originating from different 
serotypes can also be inserted as disclosed herein before. 
An immunogenic response to adenovirus that typically occurs 
is the production of neutralizing antibodies by the host. 
This is typically a reason for selecting a penton, hexon 
and/or fiber of a less immunogenic serotype. 
Of course it may not be necessary to make chimaeric 
adenoviruses which have complete proteins from different 
serotypes. It is well within the skill of the art to produce 
chimaeric proteins, for instance in the case of fiber 
proteins it is very well possible to have the base of one 
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serotype and the shaft and the knob from another serotype. 
In this manner it becomes possible to have the parts of the 
protein responsible for assembly of viral particles 
originate from one serotype, thereby enhancing the 
5 production of intact viral particles. Thus the invention 
also provides a chimaeric adenovirus according to the 
invention, wherein the hexon, penton and/or fiber proteins 
are chimaeric proteins originating from different adenovirus 
serotypes. Besides generating chimaeric adenoviruses by 
10 swapping entire wild type hexon, penton, fiber (protein) 

genes etc. or parts thereof, it is also within the scope of 
the present invention to insert hexon, penton, fiber 
(protein) genes etc. carrying mutations such as point 
mutations, deletions, insertions etc. which can be easily 
15 screened for preferred characteristics such as temperature 
stability, assembly, anchoring, redirected infection, 
altered immune response etc. Again other chimaeric 
combinations can also be produced and are within the scope 
of the present invention, 
20 The availability of a library of nucleic acids derived from 
different serotypes allows, among others, the generation of 
a library of chimaeric adenoviruses. The invention therefore 
further provides a library of chimaeric adenoviruses. In one 
embodiment the invention provides a library of chimaeric 
25 adenoviruses wherein said adenoviruses comprise chimaeric 

capsids, i.e. comprising capsid proteins derived at least in 
part from at least two different adenovirals serotypes. 
Preferably, nucleic acid and/or protein or parts thereof, 
from at least one representative adenovirus of each 
30 adenovirus subgroup is represented in said (chimaeric) 

adenovirus library. Preferably, nucleic acid and/or protein 
or parts thereof is derived from more than one 
representative of each adenovirus subgroup. Most preferably, 
said library comprises nucleic acid and/or protein or a part 
35 thereof, from essentially every known representative of each 
adenovirus subgroup. Nucleic acid and/or protein or parts 
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thereof derived from more than one representative adenovirus 
from each adenovirus subgroup in said (chimaeric) library is 
desired because a desirable property may not be a general 
property of a subgroup. Also, a desirable property of a 
subgroup of adenovirus may be expressed in different amounts 
on the various members of the subgroup. Ensuring that more 
than one representative of a subgroup is represented m the 
library thus warrants the selection of the best expressor of 
the desired property. 

Typically, a library of chimaeric adenoviruses or a part 
thereof is used in screening assays to determine properties 
of said chimaeric adenoviruses. Any particular chimaeric 
adenovirus comprising particularly desirable properties can 
thereby be identified and subsequently be used in. for 
instance, the development of an improved nucleic acid 
delivery vehicle. Desirable properties said chimaeric 
adenovirus library may be screened for include, but are not 
limited to, target cell specificity, reduced immunogenxcxty , 
increased immunogenicity, re-directed neutralization, re- 
directed hemagglutination, improved infection efficiency, 
reduced toxicity, improved replication and/or improved 
pharmacokinetics such as altered tissue distribution upon xn 
vivo administration. Comparison of properties of dxfferent 
chimaeric adenoviruses can lead to the delineation of 
adenovirus elements involved in providing an adenovirus wxth 
said property. Such knowledge can then be used to further 
optimize nucleic acid delivery vehicles. In one aspect the 
invention provides a selection of (chimaeric) adenoviruses 
with an improved capacity to transduce macrophage- or 
fibroblast-like cells compared to adenovirus 5, preferably 
said (chimaeric) adenoviruses comprise at least part of a 
tissue tropism determining part of a fiber protein of an 
adenovirus of subgroup B, or a derivative and/or analogue of 
said fiber protein. The invention further provides a 
selection of (chimaeric) adenoviruses with an improved 
capacity to transduce smooth muscle cells compared to 
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adenovirus 5, preferably said (chimaeric) adenoviruses 
comprise at least part of a tissue tropism determining part 
of a fiber protein of an adenovirus of subgroup B, or a 
derivative and/or analogue of said fiber protein. A 
chimaeric adenovirus library of the invention may further be 
used to study adenovirus biology. Such a library xs for 
instance very well suited to study differences in the 
biology of the various adenovirus serotypes. In one aspect 
the invention provides a selection of (chimaeric) 
adenoviruses, capable of transducing a CAR negative cell. 
Preferably said CAR. negative cell is a amnion fluid cell or 
a derivative thereof. Preferably said amnion fluid cell is a 
chorion villi cell or a derivative thereof. Preferably said 
CAR negative cell is a CAR negative hemopoietic cell, such 
as but not limited to an erythroid precursor cell and/or a 
monocyte precursor cell and/or derivatives thereof. 
Preferably said (chimaeric) adenoviruses capable of 
transducing a CAR negative cell comprise at least an 
adenovirus receptor binding part of a fiber protein from an 
adenovirus of subgroup D or F. 

in one aspect the invention provides a chimaeric adenovirus 
comprising a re-directed neutralization pattern compared to 
adenovirus 5. Re-directed neutralization is useful in a 
number of circumstances. For instance, but not limited to, 
getting round pre-existing neutralizing antibodies in a 
patient administered with said chimaeric adenovirus. Pre- 
existing neutralizing antibodies would neutralize the 
adenovirus and thereby diminish the effective amount of 
virus administered. This effect is usually not desired in 
for instance gene therapy settings wherein a nucleic acid is 
to be delivered to target cells. However, pre-existing 
neutralizing antibodies can for instance in other gene 
therapy applications be an advantage when the nucleic acid 
of interest delivered through said chimaeric adenovirus 
; should not be delivered to cells throughout the body. Local 
delivery for instance by using a needle in a solid tissue 
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coinbined with the presence of neutralizing antibodies in the 
blood that can neutralize leaking chimaeric adenovirus can 
in that case help to contain the transduction to a certain 



area . 



In another aspect the invention provides a chimaeric 
adenovirus comprising a re-directed hemagglutination pattern 
compared to adenovirus 5. Re-directed hemagglutination is 
useful in a number of circumstances. Hemagglutinated 
material is preferentially taken up by macrophages and 
derivatives and/or precursors. Thus enhanced 
hemagglutination of a chimaeric adenovirus is preferred in 
case where enhanced delivery of nucleic acid to said 
macrophages is desired. However, in general the target cell 
will not be said macrophages thus in those cases a reduced 
hemagglutination is desired. A chimaeric adenovirus re- 
directed in its hemagglutination is useful for many 
applications which the person skilled art can now think of 
and thus form an integral part of the present invention. 



Detailed description. 

It has been demonstrated in mice that upon in vivo systemic 
delivery of recombinant adenovirus serotype 5 for gene 
therapy purposes approximately 99% of the virus is trapped in 
the liver (Herz et al, 1993) . Therefore, alteration of the 
adenovirus serotype 5 host cell range to be able to target 
other organs in vivo is a major interest of the invention, 
particularly in combination with other alterations, in 
particular the immunogenicity. 

The initial step for successful infection is binding of 
adenovirus to its target cell, a process mediated through 
fiber protein. The fiber protein has a trimeric structure 
(Stouten et al, 1992) with different lengths depending on 
the virus serotype (Signas et al 1985; Kidd et all 1993). 
Different serotypes have polypeptides with structurally 
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similar N and C termini, but different middle stem regions. 
N-terminally, the first 30 amino acids are involved xn 
anchoring of the fiber to the penton base (Chroboczek et al, 
1995) . especially the conserved FNPVYP region in the taxi 
5 (Arnberg et al 1997) . The C- terminus, or knob, is 

responsible for initial interaction with the cellular 
adenovirus receptor. After this initial binding secondary 
binding between the capsid penton base and cell-surface 
integrins leads to internalization of viral particles xn 
10 coated pits and endocytosis {Morgan et al , 1969; Svensson et 
al 1984; Varga et al, 1992; Greber et al , 1993; Wickham et 
al', 1994). integrins are ap-heterodimers of which at least 
14'a-subunits and 8 (J-subunits have been identified (Hynes 
et al, 1992) . The array of integrins expressed in cells is 
15 complex and will vary between cell types and cellular 
environment. Although the knob contains some conserved 
regions, between serotypes, knob proteins show a high degree 
of variability,, indicating that different adenovirus 
receptors exist. For instance, it has been demonstrated that 
20 adenoviruses of subgroup C (Ad2, Ad5) and adenoviruses of 
subgroup B (Ad3) bind to different receptors (Defner et al, 
1990) The fiber protein also contains the type specific Y" 
antigen, which together with the e-antigen of the hexon 
determines the serotype specificity. The y-antigen xs 
25 localized on the fiber and it is known that it consists of 
17 amino acids (Eiz et al, 1997). The anti-fiber antibodxes 
of the host are therefore directed to the trimeric structure 
of the knob. The anti-fiber antibodies together with 
antibodies directed against the penton base and hexon 
30 proteins are responsible for the neutralization of 

adenovirus particles. First the anti-fiber antibodies uncoat 
the adenovirus particles after which the penton base xs 
accessible to the anti-penton base antibodies (Gahery-Segard 
et al 1998) . Although this seems to be a very effective way 
35 to neutralize adenovirus particles others have described 
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that the anti-hexon antibodies are the most effective ones 

in neutralization of the particles (Gall et al, 1996). 

To obtain re-directed infection of recombinant adenovirus 
serotype 5, several approaches have been or still are under 
investigation. Wickham et al has altered the RGD (Arg, Gly, 
Asp) motif in the penton base which is believed to be 
responsible for the avPs and avPs integrin binding to the 
penton base. They have replaced this RGD motif by another 
peptide motif which is specific for the a4pi receptor. In 
this way targeting the adenovirus to a specific target cell 
could be accomplished (Wickham et al. 1995, 1996). Krasnykh 
et al has made use of the HI loop available in the knob. This 
loop is, based on X-ray crystallographies, located on the 
outside of the knob trimeric structure and therefore is 
thought not to contribute to the intramolecular interactions 
in the knob (Krasnykh et al , 1998). However, complete CAR 
independent infection was not observed. 

It is an object of the present invention to provide a method 
and means by which adenoviruses can be constructed with an 
altered immune response, or with the absence or decreased 
infection in antigen presenting cells such as dendritic cells 
or macrophages. It is a further object of the present 
invention to provide methods for the generation of chimaeric 
adenoviruses as described above which can be targeted to 
specific cell types in vitro as well as in vivo have an 
altered tropism for certain cell types. It is a further 
object of the present invention to provide a method and means 
by which such an adenovirus can be used as a protein or 
nucleic acid delivery vehicle to a specific cell type or 
tissue . 

The generation of chimaeric adenoviruses based on adenovirus 
serotype 5 with modified late genes is described. For this 
purpose, three plasmids, which together contain the complete 
adenovirus serotype 5 genome, were constructed. From these 
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plasmids the DNA encoding the adenovirus serotype 5 penton- 
base protein, hexon protein, and fiber protein were removed 
and replaced by linker DNA sequences which facilitate easy 
cloning. These plasmids subsequently served as template for 
the insertion of DNA encoding for penton-base protein, hexon 
protein, and fiber protein derived from different adenovirus, 
serotypes (human or animal) . The DNAs derived from the 
different serotypes were obtained using the polymerase chain 
reaction technique in combination with (degenerate) 
oligonucleotides. At the former El location in the genome of 
adenovirus serotype 5, any gene of interest can be cloned. A 
single transfection procedure of the three plasmids together 
resulted in the formation of a recombinant chimaeric 
adenovirus. This new technology of libraries consisting of 
chimaeric adenoviruses thus allows for a rapid screening for 
improved recombinant adenoviral vectors for in vitro and in 
vivo gene therapy purposes. 

Although successful introduction of changes in the 
adenovirus serotype 5 fiber and penton-base have been 
reported, the complex structure of knob and the limited 
knowledge of the precise amino acids interacting with CAR 
render such targeting approaches laborious and difficult. 
To overcome the limitations described above we used pre- 
existing adenovirus fibers, penton base proteins, and hexon 
proteins derived from other adenovirus serotypes. By 
generating chimaeric adenovirus serotype 5 libraries 
containing structural proteins of alternative adenovirus 
serotypes, we have developed a technology which enables 
rapid screening for a recombinant adenoviral vector with 
preferred characteristics. 



In one aspect this invention describes the use of chimaeric 
adenoviruses to overcome, natural existing or induced, 
neutralizing host activity towards recombinant adenoviruses 
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administered in vivo for therapeutic applications. The host 
immune response is predominantly directed against penton 
base - and hexon proteins present in the adenoviral capsxd 
and to a lesser extend directed to fiber. 

The adenovirus serotypes are defined by the inability to 
cross-react with neutralizing antibodies in animal sera. 
Therefore chimaeric viruses based on for example adenovirus 
serotype 5 but chimaeric for penton base protein, and/ or 
hexon protein provoke an altered, less severe immune 
) response. The need for such chimaeric adenoviruses is 

stressed by observations that 1) repeated systemic delivery 
of recombinant adenovirus serotype 5 is unsuccessful due to 
formation of high titers of neutralizing antibodies agaxnst 
the recombinant adenovirus serotype 5 (Schulick et al, 
5 1997), and 2) pre-existing or natural immunity. 

This aspect of the invention therefore circumvents the 
inability to repeat the administration of an adenovirus for 
gene therapy purposes. Preferably, the penton base-, hexon-, 
and fiber proteins are derived from adenoviruses in subgroup 
20 B and D and are more specifically of the adenovirus serotype 
16, 24, 33, 36, 38. 39, 42, and 50. This latter is because 
these serotypes are rarely isolated from humans indicating 
that low titers of circulating neutralizing antibodies are 
present against these serotypes. 

25 

in another aspect this invention describes chimaeric 
adenoviruses and methods to generate these viruses that have 
an altered tropism different from that of adenovirus 
serotype 5. For example, viruses based on adenovirus 
30 serotype 5 but displaying any adenovirus fiber existing in 
nature. This chimaeric adenovirus serotype 5 is able to 
infect certain cell types more efficiently, or less 
efficiently in vitro and in vivo than the adenovirus 
serotype 5. Such cells include but are not limited to 
35 endothelial cells, smooth muscle cells, dendritic cells, 
neuronal cells, glial cells, synovical cells, lung 
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epithelial cells, hemopoietic stem cells, monocytic/ 
macrophage cells etc. 

in another aspect this invention describes methods which 
5 identify chimaeric adenoviruses that display improved in 
vitro amplification in static or suspension cell cultures. 
Adenoviruses derived from different subgroups, but also 
within one subgroup, display a high variability in 
productive infection in cell types that are used for 
10 production of recombinant adenovirus. Table 2 lists an 
overview of different adenovirus serotypes and their 
association with human disease, demonstrating that 
replication of a given adenovirus serotype is enhanced in 
certain cell types. For the production of recombinant 
15 adenoviruses for gene therapy purposes, several cell lines 
are available. These include but do not limit PER.C6, 911, 
293, and El A549. These adenovirus producer cells may not be 
the'most suited cell types to amplify adenovirus serotype 5 
based viruses. Therefore, in this aspect of the invention we 
20 select adenoviruses from different serotypes based on their 
ability to propagate for example on PER.C6 and use their 
early genes (without El) and ITRs to construct chimaeric 
viruses which are superior in terms of propagation and thus 
yield higher titers as compared to commonly used adenovirus 
25 serotype 2 or 5 . 

in another aspect the invention describes the construction 
and use of libraries consisting of distinct parts of 
adenovirus serotype 5 in which one or more genes or 

30 sequences have been replaced with DNA derived from 
alternative human or animal serotypes. This set of 
constructs, in total encompassing the complete adenovirus 
genome, allows for the construction of unique chimaeric 
adenoviruses customized for a certain group of patients or 

35 even a single individual. 
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in all aspects of the invention the chimaeric adenoviruses 
may, or may not, contain deletions in the El region and 
insertions of heterologous genes linked either or not to a 
promoter. Furthermore, chimaeric adenoviruses may, or may 
not, contain deletions in the E3 region and insertions of 
heterologous genes linked to a promoter. Furthermore, 
chimaeric adenoviruses may, or may not, contain deletions xn 
the E2 and/ or E4 region and insertions of heterologous 
genes linked to a promoter. In the latter case E2 and/ or E4 
complementing cell lines are required to generated 
recombinant adenoviruses . 

Example 1: Generation of adenovirus serotype 5 genomic 
plasmid clones 

The complete genome of adenovirus serotype 5 has been cloned 
into various plasmids or cosmids to allow easy modification 
of parts of the adenovirus serotype 5 genome, while still 
retaining the capability to produce recombinant virus. For 
this purpose the following plasmids were generated: 

1 r.R^/Ad.°^— ^TTB (B CACC depos it P97082122) 
In order to facilitate blunt end cloning of the ITR 
sequences, wild-type human adenovirus type 5 (Ad5) DNA was 
treated with Klenow enzyme in the presence of excess dNTPs . 
After inactivation of the Klenow enzyme and purification by 
phenol/chloroform extraction followed by ethanol 
precipitation, the DNA was digested with BamHI . This DNA 
preparation was used without further purification ma 
ligation reaction with pBr322 derived vector DNA prepared as 
follows: pBr322 DNA was digested with EcoRV and BamHI, 
dephosphorylated by treatment with TSAP enzyme (Life 
Technologies) and purified on LMP agarose gel (SeaPlaque 
GTG). After transformation into competent E.coli DH5a (Life 
Techn.) and analysis of ampiciline resistant colonies, one 
clone was selected that showed a digestion pattern as 



10 



15 



20 



WO 00/03029 PCT/NL99/00436 

18 

expected for an insert extending from the BamHI site in Ad5 
to the right ITR. 

sequence analysis of the cloning border at the right ITR 
revealed that the most 3' G residue of the ITR was missing, 
the remainder of the ITR was found to be correct . Said 
missing G residue is complemented by the other ITR during 
replication. 

? r^Br/Ad gm-T-TTR {V.C.ACC denoF^it. P97082119) 

pBr/Ad.Bam-rlTR was digested with BamHI and Sail. The vector 
fragment including the adenovirus insert was isolated in LMP 
agarose (SeaPlaque GTG) and ligated to a 4 . 8 kb Sall-BamHI 
fragment obtained from wt Ad5 DNA and purified with the 
Geneclean II kit (Bio 101, Inc.). One clone was chosen and 
the integrity of the Ad5 sequences was determined by 
restriction enzyme analysis. Clone pBr/Ad- Sal-rlTR contains 
adeno type 5 sequences from the Sail site at bp 16746 up to 
and including the rITR (missing the most 3' G residue). 



o pT^^ /AH na-BaiP fFiPACC deposit P97082117) 

wt Adeno type 5 DNA was digested with Clal and BamHI, and the 
20.6 kb fragment was isolated from gel by electro-elution. 
pBr322 was digested with the same enzymes and purified from 
agarose gel by Geneclean. Both fragments were ligated and 
25 transformed into competent DH5a. The resulting clone 

pBr/Ad.Cla-Bam was analyzed by restriction enzyme digestion 
and shown to contain an insert with adenovirus sequences from 
bp 919 to 21566. 



30 
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A. nRT-/Ad.Af1TT-Bam (V.rAC.C deooBit P97082114) 
Clone pBr/Ad.Cla-Bam was linearized with EcoRI (in pBr322) 
and partially digested with Aflll. After heat inactivation of 
Aflll for 20' at 65°C the fragment ends were filled in with 
Klenow enzyme. The DNA was then ligated to a blunt double 
stranded oligo linker containing a Pad site (5'- 
AATTGTCTTAATTAACCGCTTAA-3 ' ) . This linker was made by 
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annealing the following two oligonucleotides: 5'- 
AATTGTCTTAATTAACCGC-3 • and 5 ■ -AATTGCC3GTTAATTAAGAC-3 • , 
followed by blunting with Klenow enzyme. After precipitation 
of the ligated DNA to change buffer, the ligations were 

5 digested with an excess Pad enzyme to remove concatamers of 
the oligo. The 22016 bp partial fragment containing Ad5 
sequences from bp 3534 up to 21566 and the vector sequences, 
was isolated in LMP agarose (SeaPlaque GTG) , religated and 
transformed into competent DHSa. One clone that was found to 

10 contain the Pad site and that had retained the large adeno 
fragment was selected and sequenced at the 5 ■ end to verxf y 
correct insertion of the Pad linker in the (lost) Aflll 
site . 

15 c ^u^ ^j.^.n^^ .^TT^ p^nMy. (vrACC deposit PQ7nR?.T20) and 
^o^ /nH R»m-rTTRtt « (V.CACC deposit P97082121) 
TO allow insertion of a Pad site near the ITR of Ad5 in 
clone pBr/Ad.Bam-rlTR about 190 nucleotides were removed 
between the Clal site in the pBr322 backbone and the start of 
20 the ITR sequences. This was done as follows: pBr/Ad.Bam-rlTR 
was digested with Clal and treated with nuclease Bal31 for 
varying lengths of time (2-, S'. 10- and 15 - ) . The extent of 
nucleotide removal was followed by separate reactions on 
pBr322 DNA (also digested at the Clal site) . using identical 
25 buffers and conditions. Bal31 enzyme was inactivated by 

incubation at 75°C for 10 minutes, the DNA was precipitated 
and resuspended in a smaller volume of TE buffer. To ensure 
blunt ends, DNAs were further treated with T4 DNA polymerase 
in the presence of excess dNTPs. After digestion of the 
30 (control) pBr322 DNA with Sail, satisfactory degradation 

(-150 bp) was observed in the samples treated for 10' or 15 ' . 
The 10- or 15' treated pBr/Ad.Bam-rlTR samples were then 
ligated to the above described blunted Pad linkers (See 
pBr/Ad.Aflll-Bam) . Ligations were purified by precipitation, 
35 digested with excess Pad and separated from the linkers on 
an LMP agarose gel. After religation, DNAs were transformed 
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into con^etent DH5a and colonies analyzed. Ten clones were 
selected that showed a deletion of approximately the desired 
length and these were further analyzed by T-track sequencing 
(T7 sequencing kit , Pharmacia Biotech) . Two clones were found 
with the Pad linker inserted just downstream of the rITR. 
After digestion with Pad, clone #2 has 28 bp and clone #8 
has 27 bp attached to the ITR. 

pWR/Ad.Aflll-rlTR (ECACC f^pnosit P97082116) 
Cosmid vector pWElB (Clontech) was used to clone larger Ad5 
inserts. First, a linker containing a unique Pad site was 
inserted in the EcoRI sites of pWElS creating pWE.pac. To 
this end, the double stranded Pad oligo as described for 
pBr/Ad.Aflll-BaniHI was used but now with its EcoRI protruding 
ends. The following fragments were then isolated by electro- 
elution from agarose gel: pWE.pac digested with Pad, 
pBr/Aflll-Bam digested with Pad and BamHI and pBr/Ad.Bam- 
rITR#2 digested with BamHI and Pad. These fragments were 
ligated together and packaged using 1 phage packaging 
extracts (Stratagene) according to the manufacturer's 
protocol. After infection into host bacteria, colonies were 
grown on plates and analyzed for presence of the complete 
insert. pWE/Ad.Af lII-rlTR contains all adenovirus type 5 
sequences from bp 3534 (Aflll site) up to and including the 
right ITR (missing the most 3' G residue). 

pRr/Ad.lITR-Sal (9.^ ^ fF.CACC d^-POSit P97082115) 

Adeno 5 wt DNA was treated with Klenow enzyme in the presence 
of excess dNTPs and subsequently digested with Sail. Two of 
the resulting fragments, designated left ITR-Sal(9.4) and 
Sal (16 .7) -right ITR, respectively, were isolated in LMP 
agarose (Seaplaque GTG) . pBr322 DNA was digested with EcoRV 
and Sail and treated with phosphatase (Life Technologies) . 
The vector fragment was isolated using the Geneclean method 
(BIO 101, Inc.) and ligated to the Ad5 Sail fragments. Only 
the ligation with the 9.4 kb fragment gave colonies with an 
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insert. After analysis and sequencing of the cloning border a 
clone was chosen that contained the full ITR sequence and 
extended to the Sail site at bp 9462. 

1ITR - c=»-'M^.7) (EPftrr deposit P97082118) , 
pBr/Ad.lITR-Sal(9.4) is digested with Sail and 
dephosphorylated (TSAP, Life Technologies) . To extend this 
clone upto the third Sail site in Ad5, pBr/Ad.Cla-Bam was 
linearized with BamHI and partially digested with Sail. A 7.3 
kb sail fragment containing adenovirus sequences from 9462- 
16746 was isolated in LMP agarose gel and ligated to the 
Sall-digested pBr/Ad.lITR-Sal(9.4) vector fragment. 

pWE/Ad. af 1 TT-EcoRI 

pWE.pac was digested with Clal and 5' protruding ends were 
filled using Klenow enzyme. The DNA was then digested with 
Pad and isolated from agarose gel. pWE/Af HI -rITR was 
digested with EcoRI and after treatment with Klenow enzyme 
digested with Pad. The large 24 kb fragment containing the 
adenoviral sequences was isolated from agarose gel and 
ligated to the Clal -digested and blunted pWE.pac vector using 
the Ligation Express^'" kit from Clontech. After 
transformation of Ultracompetent XLIO-Gold cells from 
Stratagene, clones were identified that contained the 
expected insert. pWE/Afl II -EcoRI contains Ad5 sequences from 
bp 3534-27336. 

r^nstrur-f-ion of r ^w adapter plasmids 

The absence of sequence overlap between the recombinant 
adenovirus and El sequences in the packaging cell line is 
essential for safe, RCA-free generation and propagation of 
new recombinant viruses. The adapter plasmid pMLPI.TK 
(figure. 1) is an example of an adapter plasmid designed for 
use according to the invention in combination with the 
; improved packaging cell lines of the invention. This plasmid 
was used as the starting material to make a new vector m 
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Which nucleic acid molecules comprising specific promoter and 
gene sequences can be easily exchanged. 

First a PCR fragment was generated from pZipAMo.PyFlOl (N" ) 
template DNA (described in PCT/NL96/00195) with the followxng 
5 primers: LTR-l: 5 ' -CTG TAC GTA CCA GTG CAC TGG CCT AGG CAT 
^ AAA ATA CAT AAC TG-3 ■ and I.TK-2 : 5 • -GCG GAT CCT TCG AAC 
CAT GGT AAG CTT GGT ACC GCT AGC GTT AAC CGG GCG ACT CAG TCA 
ATC G-3' Pwo DNA polymerase (Boehringer Mannheim) was used 
according to manufacturers protocol with the following 
.0 tenperature cycles: once 5' at 95»C; 3- at SS-C; and 1 at 
720C, and 30 cycles of 1' at 1' at 60'C, 1" at 72 C, 

followed by once 10' at 72»C. The PCR product was then 
digested with BamHI and ligated into pMLPlO (I^evrero et al., 
1991) vector digested with PvuII and BamHI, thereby 
15 generating vector pLTRlO. This vector contains adenoviral 
sequences from bp 1 up to bp 454 followed by a promoter 
consisting of a part of the Mo-MuLV LTR having .ts w.ld-type 
enhancer sequences replaced by the enhancer from ^ -^^^^^ 
polyoma virus (PyFlOl) . The promoter fragment was designated 
20 L20. Next, the coding region of the murine HSA gene was 

inserted. pLTRlO was digested with BstBI followed by Klenow 
treatment and digestion with Ncol . The HSA gene was obtained 
by PCR amplification on pUC18-HSA (Kay et al., 1990) using 
the following primers: HSAl, 5- -GCG CCA CCA TGG GCA GAG CGA 
,5 TGG C-3. and HSA2, 5 ■ -GTT AGA TCT AAG CTT GTC GAC ATC GAT 

CTA CTA ACA GTA GAG ATG TAG AA-3 ' . The 269 bp amplified 
fragment was subcloned in a shuttle vector using the Ncol and 
Bglll sites. Sequencing confirmed incorporation of the 
correct coding sequence of the HSA gene, but with an extra 
30 TAG insertion directly following the TAG stop codon. The 

coding region of the HSA gene, including the TAG duplication 
was then excised as a Ncol (sticky) -Sail (blunt) fragment and 
cloned into the 3 . 5 kb Ncol (sticky) /BstBI(blunt) fragment 
from pLTRlO, resulting in pLTR-HSAlO. 
35 Finally, pLTR-HSAlO was digested with EcoRI and BamHI after 
which the fragment containing the left ITR, packaging signal, 
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L42 0 promoter and HSA gene was inserted into vector pMLPI.TK 
digested with the same enzymes and thereby replacing the 
promoter and gene sequences. This resulted in the new adapter 
plasmid pAd/L420-HSA (figure. 2) that contains convenient 
recognition sites for various restriction enzymes around the 
promoter and gene sequences. SnaBI and Avrll can be combined 
with Hpal, Nhel, Kpnl, Hindlll to exchange promoter 
sequences, while the latter sites can be combined with the 
Clal or BamHI sites 3' from HSA coding region to replace 
genes in this construct. 

Another adapter plasmid that was designed to allow easy 
exchange of nucleic acid molecules was made by replacing the 
promoter, gene and poly A sequences in pAd/L42 0-HSA with the 
CMV promoter, a multiple cloning site, an intron and a poly-A 
signal. For this purpose, pAd/L420-HSA was digested with 
Avrll and Bglll followed by treatment with Klenow to obtain 
blunt ends. The 5.1 kb fragment with pBr322 vector and 
adenoviral sequences was isolated and ligated to a blunt 1570 
bp fragment from pcDNAl/amp (Invitrogen) obtained by 
digestion with Hhal and Avrll followed by treatment with T4 
DNA polymerase. This adapter plasmid was named pCLIP.Luc 
(figure . 3) . 

Generat-ion of rf^nombin ant adenoviruses 

To generate El deleted recombinant adenoviruses with the new 
plasmid-based system, the following constructs are prepared: 

a) An adapter construct containing the expression cassette 
with the gene of interest linearized with a restriction 
enzyme that cuts at the 3 ■ side of the overlapping adenoviral 
genome fragment, preferably not containing any pBr322 vector 
sec[uences, and 

b) A complementing adenoviral genome construct pWE/Ad.Af III- 
rlTR digested with Pad . 

These two DNA molecules are further purified by phenol/ 
chloroform extraction and EtOH precipitation. Co-transf ection 
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of these plasmids into an adenovirus packaging cell line, 
preferably a cell line according to the invention, generates 
recoinbinant replication deficient adenoviruses by a one-step 
homologous recombination between the adapter and the 
complementing construct (figure. 4) . 

Alternatively, in stead of pWE/Ad. Af lII-rlTR other fragments 
can be used, e.g., pBr/Ad.Cla-Bam digested with EcoRI and 
BamHI or pBr/Ad.Af lII-BamHI digested with Pad and BamHI can 
be combined with pBr/Ad. Sal-rlTR digested with Sail. In this 
case, three plasmids are combined and two homologous 
recombinations are needed to obtain a recombinant adenovirus 
(figure. 5). It is to be understood that those skilled in the 
art may use other combinations of adapter and complementing 
plasmids without departing from the present invention. 
A general protocol as outlined below and meant as a non- 
limiting example of the present invention has been performed 
to produce several recombinant adenoviruses using various 
adapter plasmids and the Ad.Aflll-rlTR fragment. Adenovirus 
packaging cells (PER.C6) were seeded in "25 cm^ flasks and 
the next day when they were at ~80% confluency, transfected 
with a mixture of DNA and lipof ectamine agent (Life Techn.) 
as described by the manufacturer. Routinely, 40 /xl 
lipof ectamine, 4 (iQ adapter plasmid and 4 ^9 of the 
complementing adenovirus genome fragment Aflll- rITR (or 2 MS 
of all three plasmids for the double homologous 
recombination) are used. Under these conditions transient 
transfection efficiencies of "50% (48 hrs post transf ection) 
are obtained as determined with control transf ections using a 
pAd/CMV-LacZ adapter. Two days later, cells are passaged to 
"80 cm^ flasks and further cultured. Approximately five (for 
the single homologous recombination) to eleven days (for the 
doiible homologous recombination) later a cytopathogenic 
effect (CPE) is seen, indicating that functional adenovirus 
has formed. Cells and medium are harvested upon full CPE and 
recombinant virus is released by freeze -thawing . An extra 
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iplification step in an 80 cm^ flask is routinely performed 
to increase the yield since at the initial stage the titers 
are found to be variable despite the occurrence of full CPE. 
After amplification, viruses are harvested and plaque 
purified on PER.C6 cells. Individual plaques are tested for 
viruses with active transgenes. 

Besides replacements in the El region it is possible to 
delete or replace (part of) the E3 region in the adenovirus 
because E3 functions are not necessary for the replication, 
packaging and infection of the (recombinant) virus. This 
creates the opportunity to use a larger insert or to insert 
more than one gene without exceeding the maximum package size 
(approximately 105% of wt genome length) . This can be done, 
e.g., by deleting part of the E3 region in the pBr/Ad.Bam- 
rlTR clone by digestion with Xbal and religation. This 
removes Ad5 wt sequences 28592-30470 including all known E3 
coding regions. Another example is the precise replacement of 
the coding region of gpl9K in the E3 region with a polylinker 
allowing insertion of new sequences. This, 1) leaves all 
other coding regions intact and 2) obviates the need for a 
heterologous promoter since the transgene is driven by the E3 
promoter and pA sequences, leaving more space for coding 
sequences . 

To this end, the 2.7 kb EcoRI fragment from wt Ad5 containing 
the 5' part of the E3 region was cloned into the EcoRI site 
of pBluescript (KS") (Stratagene) . Next, the Hindlll site in 
the polylinker was removed by digestion with EcoRV and Hindi 
and subsequent religation. The resulting clone pBS.Eco- 
Eco/adSDHIII was used to delete the gpl9K coding region. 
Primers 1 (5'-GGG TAT TAG GCC AA AGG CGC A-3') and 2 (5 '-GAT 
CCC ATG GAA GCT TGG GTG GCG ACC CCA GCG-3') were used to 
amplify a sequence from pBS . Eco-Eco/Ad5DHIII corresponding to 
sequences 28511 to 28734 in wt Ad5 DNA. Primers 3 (5' -GAT CCC 
ATG GGG ATC CTT TAG TAA GTT ACA AAG CTA-3 ' ) and 4 (5'-GTC GCT 
GTA GTT GGA CTG G-3 ' ) were used on the same DNA to amplify 
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Ad5 sequences from 29217 to 29476. The two resulting PGR 
fragments were ligated together by virtue of the new 
introduced Ncol site and subsequently digested with Xbal and 
Munl. This fragment was then ligated into the pBS .Eco-Eco/ad5 
AHIII vector that was digested with Xbal (partially) and Muni 
generating pBS .Eco-Eco/ad5AHIII . Agpl9K. To allow insertion of 
foreign genes into the Hindi I I and BamHI site, an Xbal 
deletion was made in pBS.Eco-Eco/ad5AHIII .Agpl9K to remove 
the BamHI site in the Bluescript polylinker. The resulting 
plasmid pBS.Eco-Eco/ad5AHIIlAgpl9KAXbaI, contains unique 
Hindlll and BamHI sites corresponding to sequences 28733 
(Hindlll) and 29218 (BamHI) in Ad5. After introduction of a 
foreign gene into these sites, either the deleted Xbal 
fragment is re -introduced, or the insert is recloned into 
pBS.Eco-Eco/ad5AHIII.Agpl9K using Hindlll and for example 
Munl. Using this procedure, we have generated plasmids 
expressing HSV-TK, hIL-la, rat IL-3, lucif erase or LacZ. The 
unique Srfl and NotI sites in the pBS .Eco-Eco/ad5AHIII . Agpl9K 
plasmid (with or without inserted gene of interest) are used 
to transfer the region comprising the gene of interest into 
the corresponding region of pBr/Ad.Bam-rlTR, yielding 
construct pBr/Ad.Bam-rITRAgpl9K (with or without inserted 
gene of interest) . This construct is used as described supra 
to produce recombinant adenoviruses. In the viral context, 
expression of inserted genes is driven by the adenovirus E3 
promoter . 

Recombinant viruses that are both El and E3 deleted are 
generated by a doiible homologous recombination procedure as 
described above for El-replacement vectors using a plasmid- 
based system consisting of: 

a) an adapter plasmid for El replacement according to the 
invention, with or without insertion of a first gene of 
interest , 

b) the pWE/Ad.Aflll-EcoRI fragment, and 

c) the pBr/Ad.Bam-rITRAgpl9K plasmid with or without 
insertion of a second gene of interest. 
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In addition to manipulations in the E3 region, changes of 
(parts of) the E4 region can be accomplished easily in 
pBr/Ad.Bam-rlTR. Generation and propagation of such a virus, 
however, in some cases demands complementation in trans. 

Example 2: Generation of adenovirus serotype 5 based viruses 
with chimaeric fiber proteins 

The method described infra to generate recombinant 
adenoviruses by co-transf ection of two, or more separate 
cloned adenoviral sequences. These cloned adenoviral 
sequences were subsequently used to remove specific 
adenovirus serotype 5 sequences in order to generate template 
clones which allow for the easy introduction of DNA sequences 
derived from other adenovirus serotypes. As an example of 
these template clones, the construction of plasmids enabling 
swapping of DNA encoding for fiber protein is given below. 

riP^n^r-ation of adenovirus templat i=- clones lacking DNA encoding 
20 fiber 

The fiber coding sequence of adenovirus serotype 5 is located 
between nucleotides 31042 and 32787. To remove the adenovirus 
serotype 5 DNA encoding fiber we started with construct 
pBr/Ad.Bam-rlTR. First a Ndel site was removed from this 
construct. For this purpose, pBr322 plasmid DNA was digested 
with Ndel after which protruding ends were filled using 
Klenow enzyme. This pBr322 plasmid was then re-ligated, 
digested with Ndel and transformed into E.coli DH5a. The 
obtained pBr/ANdel plasmid was digested with Seal and Sail 
and the resulting 3198 bp vector fragment was ligated to the 
15349 bp Scal-Sall fragment derived from pBr/Ad.BamrlTR, 
resulting in plasmid pBr/Ad.Bam-rlTRANdel which hence 
contained a unique Ndel site. Next a PGR was performed with 
oligonucleotides NY-up: 5«- CGA CAT ATG TAG ATG CAT TAG TTT 
35 GTG TTA TGT TTC AAC GTG-3 ' 
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And NY-down:5'-GGA GAG GAG TGG CAT GTT-3 ' (figure 6) . During 
amplification, both a Ndel (bold face) and a Nsil restriction 
site (underlined) were introduced to facilitate cloning of 
the anplified fiber DNAs. Amplification consisted of 25 
cycles of each 45 sec. at 94''G, 1 min. at 60°G, and 45 sec. 
at 72°G. The PGR reaction contained 25 pmol of 
oligonucleotides NY-up or NY-down, 2mM dNTP, PGR buffer with 
1.5 -mM MgCl2, and 1 unit of Elongase heat stable polymerase 
(Gibco, The Netherlands) . One-tenth of the PGR product was 
run on an agarose gel which demonstrated that the expected 
DNA fragment of ± 2200 bp was amplified. This PGR fragment 
was subsequently purified using Geneclean kit system (BiolOl 
Inc.). Then, both the construct pBr/Ad.Bam-rlTRANdel as well 
as the PGR product were digested with restriction enzymes 
Ndel and Sbfl. The PGR fragment was subsequently cloned using 
T4 ligase enzyme, into the Ndel and Sbfl digested pBr/Ad.Bam- 
rlTRANdel, generating pBr/Ad .BamRAFib . This plasmid allows 
insertion of any PGR amplified fiber sequence through the 
unique Ndel and Nsil sites that are inserted in place of the 
removed fiber sequence. Viruses can be generated by a double 
homologous recombination in packaging cells described infra 
using an adapter plasmid, construct pBr/Ad.Af lII-EcoRI 
digested with Pad and EcoRI and a pBr/Ad. BamRAFib' construct 
in which heterologous fiber sequences have been inserted. To 
increase the efficiency of virus generation, the construct 
pBr/ Ad. BamRAFib was modified to generate a Pad site flanking 
the right ITR. Hereto, pBr/ Ad . BamRAFib was digested with 
Avrll and the 5 kb adeno fragment was isolated and introduced 
into the vector pBr/Ad.Bam-rITR.pac#8 replacing the 
corresponding Avrll fragment. The resulting construct was 
named pBr /Ad. BamRAFib. pac. Once a heterologous fiber sequence 
is introduced in pBr /Ad. BamRAFib. pac, the fiber modified 
right hand adenovirus clone may be introduced into a large 
cosmid clone as described for pWE/Ad.Af lII-rlTR in example 1. 
Such a large cosmid clone allows generation of adenovirus by 
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only one homologous recombination making the process 
extremely efficient . 

rh t^I ificai-ion of fi>^^-r aecme r nf.s from adenovirus serotypes 
To enable amplification of the DNAs encoding fiber protein 
derived from alternative serotypes degenerate 
oligonucleotides were synthesized. For this purpose, first 
known DNA sequences encoding fiber protein of alternative 
serotypes were aligned to identify conserved regions in both 
the tail -region as well as the knob-region of the fiber 
protein. From the alignment, which contained the nucleotide 
sequence of 19 different serotypes representing all 6 
subgroups, (degenerate) oligonucleotides were synthesized 

(see table 3) . Also shown in table 3 is the combination of 
oligonucleotides used to amplify the DNA encoding fiber 
protein of a specific serotype. The amplification reaction 

(50 nD contained 2 mM dNTPs, 25 pmol of each 

oligonucleotide, standard Ix PGR buffer, 1,5 mM Mgcl2, and 1 
unit Pwo heat stable polymerase (Boehringer) per reaction. 
The cycler program contained 2 0 cycles, each consisting of 3 0 
sec. 94°C, 60 sec. 60-64''C, and 120 sec. at 72°C. One-tenth of 
the PGR product was run on an agarose gel which demonstrated 
that a DNA fragment was amplified. Of each different 
template, two independent PGR reactions were performed after 
which the independent PGR fragments obtained were sequenced 
to determine the nucleotide sequence. From 11 different 
serotypes, the nucleotide sequence could be compared to 
sequences present in GenBank. Of all other serotypes, the DNA 
encoding fiber protein was unknown till date and was 
therefore aligned with known sequences from other subgroup 
members to determine homology i.e. sequence divergence. Of 
the 51 human serotypes known to date, all fiber sequences, 
except for serotypes 1, 6, and 26, have been amplified and 
sequenced. The protein sequences of the fiber from different 
adenovirus serotypes is given in figure 7 . 



• 
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Gg^neration of fiber chimaeric adenovira l DNA conatructs 

All amplified fiber DNAs as well as the vector (pBr/ Ad . BatnRA 

Fib) were digested with Ndel and Nsil. The digested DNAs was 

5 subsequently run on a agarose gel after which the fragments 
were isolated from the gel and purified using the Geneclean 
kit (BiolOl Inc) . The PGR fragments were then cloned into the 
Ndel and Nsil sites of pBr/AdBamRAFib, thus generating 
pBr/AdBamRFibXX (where XX stands for the serptype number of 

10 which the fiber DNA was isolated) . So far the fiber sequence 
of serotypes 5/ 7/ 8/ 9/ 10/ 11/ 12/ 13/ 14/ 16/ 17/ 19/ 21/ 
24/ 27/ 28/ 29/ 30/ 32/ 33/ 34/ 35/ 36/ 37/ 38/ 40-S/ 40-L/ 
41-S/ 42/45/ 47/ 49/ 51 have been cloned into 
pBr/AdBamRFibXX. From pBr/AdBamRFibXX (where XX is 5/ 8/ 9/ 

15 10/ 11/ 13/ 16/ 17/ 24/ 27/ 30/ 32/ 33/ 34/ 35/ 38/ 40-S/ 40- 
L/ 45/ 47/ 49/ 51) an 6 kb Avrll fragment encompassing the 
fiber sequence was isolated via gelelectrophoresis and 
GeneClean. This Avrll fragment was subsequently cloned in 
plasmid pBr/Ad.Bam-rlTR.pac (see example 1) which was 

20 digested to completion with Avrll and dephosphorylated as 
described previously, leading to the generation of the 
plasmid pBr/Ad .Bam-rlTR.pac . f ibXX. This plasmid was 
subsequently used to generate a cosmid clone with a modified 
fiber using the constructs pWE.pac, pBr/Aflll-Bam and 

25 pBr/Ad.Bam-rITR,pac.f ibXX, This cosmid cloning resulted in 
the formation of construct pWE/Ad. Af lII-rlTR/FibXX (where XX 
stands for the serotype number of which the fiber DNA was 
isolated) . 

30 Generation of pAd5/L420.HSA, pAd5/Clip and pAdS/Clipeal 

pMLPI.TK was used to make a new vector in which nucleic acid 
molecules comprising specific promoter and gene sequences can 
be easily exchanged. 

First, a PGR fragment was generated from pZipAMo+PyFlOl (N') 
35 template DNA (described in PCT/NL96/00195) with the following 
primers: LTR-1: 5 ' -CTG TAG GTA CCA GTG CAC TGG CCT AGG GAT 
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GC3A AAA ATA CAT AAC TG-3 ' and LTR-2: 5 ' -GCG GAT CCT TCG AAC 
CAT GOT AAG CTT GGT ACC GCT AGC GTT AAC CGG GCG ACT CAG TCA 
ATC G-3' . Pwo DNA polymerase (Boehringer Mannheim) was used 
according to manufacturers protocol with the following 
temperature cycles: once 5' at 95°C; 3- at 55»C; and 1' at 
72°C, and 30 cycles of 1 ■ at 95»C, 1' at 60»C, !■ at 72°C. 
followed by once 10' at 72»C. The PCR product was then 
digested with BamHI and ligated into pMLPlO (Levrero et al . . 
1991; Gene 101, 195-202) digested with PvuII and BamHI, 
thereby generating vector pLTRlO. This vector contains 
adenoviral sequences from bp 1 up to bp 454 followed by a 
promoter consisting of a part of the Mo-MuLV LTR having its 
wild-type enhancer sequences replaced by the enhancer from a 
mutant polyoma virus (PyFlOl) . The promoter fragment was 
designated L420. Sequencing confirmed correct amplification 
of the LTR fragment however the most 5' bases in the PCR 
fragment were missing so that the PvuII site was not 
restored. Next, the coding region of the murine HSA gene was 
inserted. pLTRlO was digested with BstBI followed by Klenow 
treatment and digestion with Ncol . The HSA gene was obtained 
by PCR amplification on pUC18-HSA (Kay et al . , 1990; J. 
Immunol. 145, 1952-1959) using the following primers: HSAl, 
5. -GCG CCA CCA TGG GCA GAG CGA TGG TGG C-3 < and HSA2 , 5 ' -GTT 
AGA TCT AAG CTT GTC GAC ATC GAT CTA CTA ACA GTA GAG ATG TAG 
AA-3 • . The 269 bp amplified fragment was subcloned in a 
shuttle vector using the Ncol and Bglll sites. Sequencing 
confirmed incorporation of the correct coding sequence of the 
HSA gene, but with an extra TAG insertion directly following 
the TAG stop codon. The coding region of the HSA gene, 
including the TAG duplication was then excised as a 
Ncol (sticky) -Sail (blunt) fragment and cloned into the 3.5 kb 
Ncol (sticky) /BstBI (blunt) fragment frompLTRlO, resulting in 
pLTR-HSAlO . 

Finally, pLTR-HSAlO was digested with EcoRI and BamHI after 
which the fragment containing the left ITR, packaging signal, 
L420 promoter and HSA gene was inserted into vector pMLPI.TK 
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digested with the same enzymes and thereby replacing the 
promoter and gene sequences. This resulted in the new adapter 
plasmid pAd5/L42 0-HSA that contains convenient recognition 
sites for various restriction enzymes around the promoter and 
gene sequences, SnaBI and Avrll can be combined with Hpal , 
Nhel, Kpnl, Hindlll to exchange promoter sequences, while the 
latter sites can be combined with the Clal or BamHI sites 3» 
from HSA coding region to replace genes in this construct. 

Another adapter plasmid that was designed to allow easy 
exchange of nucleic acid molecules was made by replacing the 
promoter, gene and polyA sequences in pAd5/L420-HSA with the 
CMV promoter, a multiple cloning site, an intron and a polyA 
signal. For this purpose, pAd5/L420-HSA was digested with 
Avrll and Bglll followed by treatment with Klenow to obtain 
blunt ends. The 5 . 1 kb fragment with pBr322 vector and 
adenoviral sequences was isolated and ligated to a blunt 1570 
bp fragment from pcDNAl/amp (Invitrogen) obtained by 
digestion with Hhal and Avrll followed by treatment with T4 
DNA polymerase. This adapter plasmid was named pAd5/Clip. To 
enable removal of vector sequences from the adenoviral 
fragment pAd5/Clip was partially digested with EcoRI and the 
linear fragment was isolated. An oligo of the sequence 5* 
TTAAGTCGAC-3 ' was annealed to itself resulting in a linker 
with a Sail site and EcoRI overhang. The linker was ligated 
to the partially digested pAd5/Clip vector and clones were 
selected that had the linker inserted in the EcoRI site 23 bp 
upstream of the left adenovirus ITR in pAd5/Clip resulting in 
pAd5/Clipsal . 



Generation nf oAdSClinLacZ . pAdSClio . T.uc , pAdSClip.TK and 

pAdSClipsal .Luc 

The adapter plasmid pAd5/Clip.LacZ was generated as 
follows: The E.coli LacZ gene was amplified from the plasmid 
pMLP.nlsLacZ (EP 95-202 213) by PGR with the primers 
5 ' GGGGTGGCCAGGGTACCTCTAGGCTTTTGCAA and 

5 » GGGGGGATCCATAAACJVAGT TCAGAATCC . The PGR reaction was 
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performed Ex Taq (Takara) according to the suppliers 
protocol at the following amplification program: 5 minutes 
94°C, 1 cycle; 4 5 seconds 94°C and 30 seconds 60°C and 2 
minutes 72°C, 5 cycles; 45 seconds 94°C and 30 seconds 65°C 

5 and 2 minutes ITf'C, 25 cycles; 10 minutes 72; 45 seconds 94^*0 
and 30 seconds 60°C and 2 minutes 72''C, 5 cycles, I cycle. 
The PCR product was subsequently digested with Kpnl and 
BamHI and the digested DNA fragment was ligated into 
KpnI/BamHI digested pcDNA3 (Invitrogen) , giving rise to 

10 pcDNA3 .nlsLacZ. Next, the plasmid pAd5/Clip was digested 

with Spel . The large fragment containing part of the 5 ' part 
CMV promoter and the adenoviral sequences was isolated. The 
plasmid pcDNA3 . nlsLacZ was digested with Spel and the 
fragment containing the 3 'part of the CMV promoter and the 

15 lacZ gene was isolated. Subsequently, the fragments were 

ligated, giving rise to pAd/Clip . LacZ . The reconstitution of 
the CMV promoter was confirmed by restriction digestion. 

The adapter plasmid pAdS/Clip . Luc was generated as 
20 follows: The plasmid pCMV.Luc (EP 95-202 213) was digested 
with Hindlll and BamHI. The DNA fragment containing the 
lucif erase gene was isolated. The adapter plasmid pAd5/Clip 
was digested with Hindlll and BamHI, and the large fragment 
was isolated. Next, the isolated DNA fragments were ligated, 
25 giving rise to pAdS/Clip . Luc . The adapter pClipsal.Luc was 
generated in the same way but using the adapter pClipsal 
digested with HIII and BamHI as vector fragment. Likewise, 
the TK containing HIII-BamHI fragment from pCMV.TK (EP 95- 
202 213) was inserted in pClipsal to generate pAd5/Clip . TK. 
30 The presence of the Sail site just upstream of the left ITR 
enables liberation of vector sequences from the adeno 
insert. Removal of these vector sequences enhances frequency 
of vector generation during homologous recombination in 
PER.C6 . 

35 
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Generation of irecombinant adRnovirus chima eric for fiber 
protein 

To generate recombinant Ad 5 virus carrying the fiber of 
serotype 12, 16, 28, 40-L, 51, and 5, three constructs, 
pCLIP.IiUC, pWE/AdAf lII-Eco and pBr/AdBamrlTR.pac/f ibXX (XX = 
12, 16, 28, 40-L, 51, and 5) were transfected into adenovirus 
producer cells. To generate recombinant Ad 5 virus carrying 
the fiber of 5/ 7/ 8/ 9/ 10/ 11/ 12/ 13/ 14/ 16/ 17/ 19/ 21/ 
24/ 27/ 28/ 29/ 30/ 32/ 33/ 34/ 35/ 36/ 37/ 38/ 40-S/ 40-L/ 
41_S/ 42/45/ 47/ 49/ 51, two constructs pCLIP.Luc and 
pWE/Ad.Aflll-rlTR/FibXX were transfected into adenovirus 
producer cells. 

For transfection, 2 ^g of pCLIP.Luc, and 4 |ag of both 
pWE/AdAflll-Eco and pBr/AdBamrlTR .pac/f ibXX (or in case of 
cosmids: 4 ^g of pCLIP.Luc plus 4 ^ig of pWE/Ad . Af III- 
rlTR/FibXX) were diluted in serum free DMEM to lOO \xl total 
volume. To this DNA suspension 100 ^il Ix diluted 
lipofectamine (Gibco) was added. After 30 minutes at room 
temperature the DNA- lipofectamine complex solution was added 
to 2.5 ml of serum- free DMEM which was subsequently added to 
a T25 cm^ tissue culture flask. This flask contained 2x10^ 
PER. C6 cells that were seeded 24 -hours prior to transfection. 
Two hours later, the DNA- lipofectamine complex containing 
medium was diluted once by the addition of 2.4 ml DMEM 
supplemented with 20% fetal calf serum. Again 24 hours later 
the medium was replaced by fresh DMEM supplemented with 10% 
fetal calf serum. Cells were cultured for 6-8 days, 
subsequently harvested, and freeze/thawed 3 times. Cellular 
debris was removed by centrif ugation for 5 minutes at 3000 
rpm room temperature. Of the supernatant (12.5 ml) 3-5 ml was 

2 

used to infect again infect PER.C6 cells (T80 cm tissue 
culture flasks) . This re- infection results in full 
cytopathogenic effect (CPE) after 5-6 days after which the 
adenovirus is harvested as described above. With the 
generated virus batch two assays were routinely performed. 1) 



# 
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20 |il virus supernatant, diluted 10-fold by the addition of 
1980 ^1 DMEM was used to infect A549 cells that were seeded 
24 -hours prior to infection at a concentration of 10^ cells 
per well of 6 -well plates. Forthy-eight hours later protein 
5 lysates were prepared that were subsequently used to measure 
marker gene expression (lucif erase activity) .2) 2 0 fil virus 
supernatant is used to determine the virus titer on human 911 
cells. For this purpose, 911 cells are seeded at a 

concentration of 4x10^ cells per well in 96-well plates, 
10 Three to four hours after seeding, the medium was replaced by 

adenovirus supernatant (dilution range: 2 ^il - 5 x 10 M-l) . 
The virus titers of the chimaeric fiber adenovirus serotype 5 

Q 

always exceeded 1 x 10 infectious units per ml. 

15 Example 3: Production, purification, and titration of 
chimaeric adenoviruses 

Of the supernatant obtained from transfected PER.C6 cells 
typically 10 ml was used to inoculate a 1 liter fermentor 
which contained 1 - 1.5 x 10^ cells/ ml PER.C6 that were 

20 specifically adapted to grow in suspension. Three days after 
inoculation, the cells were harvested and pelleted by 
centrifugating for 10 min at 1750 rpm at room temperature. 
The chimaeric adenoviruses present in the pelleted cells were 
subsequently extracted and purified using the following 

25 downstream processing protocol. The pellet was dissolved in 
50 ml 10 mM NaPO/ and frozen at -20°C. After thawing at 37°C, 
5.6 ml deoxycholate (5% w/v) was added after which the 
solution was homogenated. The solution was subsequently 
incubated for 15 minutes at 37°C to crack the cells. After 

30 homogenizing the solution, 1875 \il (IM) MgCl/ was added and 
5 ml 100% glycerol. After the addition of 375 nl DNase (10 
mg/ ml) the solution was incubated for 3 0 minutes at 3 7**C. 
Cell debris was removed by centrif ugation at 1880xg for 30 
minutes at room temperature without the brake on. The 
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supernatant was subsequently purified from proteins by- 
loading on 10 ml of freon. Upon centrif ugation for 15 minutes 
at 2000 rpm without brake at room temperature three bands 
were visible of which the upper band represents the 
5 adenovirus. This band was isolated by pipetting after which 
it was loaded on a Tris/HCl (IM) buffered caesium chloride 
blockgradient (range: 1.2 to 1.4 gr./ml). Upon centrif ugation 
at 21000 rpm for 2.5 hours at 10°C the virus was purified 
from remaining protein and cell debris since the virus, in 
10 contrast to the other components, did not migrate into the 

1.4 gr./ ml cesium chloride solution. The virus band was 
isolated after which a second purification using a Tris/ HCl 
(IM) buffered continues gradient of 1.33 gr./ml of cesium 
chloride is performed. After virus loading on top of this 

15 gradient the virus was centrifuged for 17 hours at 55000 rpm 
at 10°C. Subsequently the virus band was isolated and after 
the addition of 30 ^1 of sucrose (50 w/v) excess cesium 
chloride is removed by three rounds of dialysis, each round 
comprising of 1 hour. For dialysis the virus is transferred 

20 to dialysis slides (Slide-a-lizer , cut off 10000 kDa, Pierce, 
USA) . The buffers used for dialysis are PBS which are 
supplemented with an increasing concentration of sucrose 
(round 1 to 3 : 30 ml, 60 ml, and 150 ml sucrose (50% w/v)/ 

1.5 liter PBS, all supplemented with 7.5 ml 2% (w/v) 

25 CaMgClj) . After dialysis, the virus is removed from the 

slide-a-lizer after which it is aliquoted in portions of 25 
and 100 ^1 upon which the virus is stored at -85'^C. 

To determine the number of virusparticles per 
milliliter, 50 ^1 of the virus batch is run on an high 

30 performance liquid chromatograph columns (HPLC) . The 

adenovirus is bound to the column (anion exchange) after 
which it is eluted using a NaCl gradient (range 300-600 mM) . 
By determining the area under the viruspeak the number of 
virus particles can be calculated. To determine the number of 

35 infectious units (lU)per ml present in a virus batch, 

titrations are performed on 911 cells. For this purpose, 
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4x10* 911 cells are seeded per well of 96-well plates in rows 
B, D, and F in a total volume of 100 p-l per well. Three hours 
after seeding the cells are attached to the plastic support 
after which the medium can be removed. To the cells a volume 
of 200 ^il is added, in duplicate, containing different 
dilutions of virus (range: 10=^ times diluted to 2x10^). By 
screening for CPE the highest virus dilution which still 
renders CPE after 14 ' days is considered to contain at least 
one infectious unit. Using this observation, together with 
the calculated amount of virus volume present in these wells 
renders the number of infectious units per ml of a given 
virus batch. The production results i.e. virus particles per 
ml and lU per ml or those chimaeric adenoviruses that were 
produced so far, are shown in table 4. 



Example 4: Re-directed infection of chimaeric adenoviruses 

To demonstrate re-directed infection in vitro of the 
adenoviruses chimaeric for fiber protein, a panel of human 
cell lines of different origins was used. This panel includes 
amongst others human hepatic cells, primary fibroblasts, 
hemopoietic derived cell lines, primary smooth muscle cells, 
primary synoviocytes, and primary cells derived from the 
amniotic fluid such as amniocytes and chorionvilli . These 
cell types were infected with a panel of chimaeric 
adenoviruses which differ in the fiber protein. For this 
purpose target cells are seeded at a concentration of 10^ 
cells per well of 6 -well plates in 2 ml Dulbecco»s modified 
Eagle's medium (DMEM, Life Technologies, The Netherlands) 
supplemented with 10% Fetal calf serum. Twenty- four hours 
later the medium is replaced by fresh medium containing the 
different chimaeric adenoviruses at an increasing MOI of 0, 
10, 50, 250, 1250, 2500, 5000 (MOI based on virus particles 
per cell). Approximately 2 hours after the addition of virus 
the medium containing the virus is discarded, cells are 



m 
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washed once with PBS, and subsequently 2 ml of fresh medium 
(not containing virus) is added to each well. Forthy-eight 
hours later cells are harvested, washed and pelleted by 
centrifugating 5 minutes at 1500 rpm.. Cells are subsequently 

5 lysed in 0,1 ml lysis buffer (1% Triton-X-100 , 15% Glycerol, 
2 mM EDTA, 2 mM DTT, and 25 raM MgClj in Tris -phosphate buffer 
pH 7.8) after which the total protein concentration of the 
lysate is measured (Biorad, protein standard II) . To 
determine marker gene expression (luciferase activity) 20 ^1 

10 of the protein sample is mixed with 100 ^il of a luciferase 
substrate (Luciferine, Promega, The Netherlands) and 
subsequently measured on a Lumat LB 9507 apparatus (EG & G 
Berthold, The Netherlands) . The results of these infection 
experiments, given as the amount of luciferase activity (RLU) 

15 per |ig protein, are shown in Table 5. These results clearly 
demonstrate that alteration of the fiber protein results in 
alteration of the adenovirus serotype 5 host range. 

Example 5: Receptor usage of Fiber chimaeric adenoviruses 

20 TO determine what cellular molecules are used by the fiber 

chimaeric adenoviruses the expression of proteins known to be 
involved in adenovirus serotype 5 infection i.e. Coxsackie 
adenovirus receptor (CAR), MHC class I, and integrins (avp3, 
avp5) was measured. For this purpose, 1x10^ target cells were 

25 transferred to tubes (4 tubes per cell type) designed for 
flow cytometry. Cells were washed once with PBS/ 0.5% BSA 
after which the cells were pelleted by centrif ugation for 5 
minutes at 1750 rpm at room temperature. Subsequently, 10 ^il 
of a 100 times diluted a^p3 antibody (Mab 1961, Brunswick 

30 chemie, Amsterdam, The Netherlands), a 100 times diluted 
antibody a^p5 (antibody (Mab 1976, Brunswick chemie, 
Amsterdam, The Netherlands) , or 2000 times diluted CAR 
antibody (a kind gift of Dr. Bergelson, Harvard Medical 
School, Boston, USA (Hsu et al) ) was added to the cell pellet 
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after which the cells were incubated for 30 minutes at 4^C in 
a dark environment. After this incubation, cells were washed 
twice with PBS/0.5% BSA and again pelleted by centrif ugation 
for 5 minutes at 1750 rpm room temperature. To label the 

5 cells, 10 |il of rat anti mouse IgGl labeled with 

phycoerythrine (PE) was added to the cell pellet upon which 
the cells were again incubated for 3 0 minutes at 4°C in a 
dark environment. Finally the cells were washed twice with 
PBS/0.5% BSA and analyzed on a flow cytometer. The results of 

10 these experiments are shown in table 6, Also, in table 6. the 
infection efficiency of an adenovirus from subgroup A, B, C, 
D, and F is incorporated. These data clearly show that 
infection of a subgroup C adenovirus correlates with 
expression of CAR. The data also demonstrate that the 

15 chimaeric adenoviruses carrying a fiber of an adenovirus of 
subgroup B, D, or F can infect cells that do not express 
measurable levels of the CAR protein thus being able to 
infect cells via different ( CAR- independent ) pathways. 



20 Example 6: Radiolabeling of adenovirus particles 

To enable tracking of infection of the wild type 
adenovirus serotypes, these viruses were labeled with 
radioactive or with fluorescent probes prior to 

infection. Using fluorescent microscopy or by measuring 

25 radioactivity, the efficiency of infection of different 
serotypes into particular cell types is determined. 
To demonstrate re -directed infection in vivo of adenovirus 
chimaeric for fiber protein, Ixio' infectious particles were 
injected via the tail vein into CBA/ca mice (2 mice for each 

30 chimaeric adenovirus) . Detection of adenovirus infection into 
specific tissues is monitored on two different levels: 
1) Binding of chimaeric adenovirus is monitored by radioactive 
labeling the adenovirus (Eisenlohr et al . , 1987; Matlin et 
al., 1981; Richman et al , 1998). One hour after in vivo 

35 systemic delivery via the tail vein mice are sacrificed after 
which preferred is investigated by measuring radioactivity in 
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various organs c.q. tissues. 2) Successful infection is 
monitored by adenovirus gene expression of the marker gene 
i.e. lacZ or lucif erase activity. Four days after 
administration mice are sacrificed after which organs and 

5 tissues are isolated. Samples included liver, spleen, 

gastrointestinal tract, peripheral blood, bone marrow, aorta, 
muscle etc. Using this strategy, preferred binding of 
chimaeric adenovirus towards tissues of interest can be 
investigated. Moreover, using this strategy, preferred 

10 infection of chimaeric adenovirus into specific cells of 
particular organs can be determined. 

80 ^Ci I^" (Cygne BV, The Netherlands) or I^^^ (Amersham) was 
activated by incubation for six minutes at RT in an lodogen 
pre-coated tube (Pierce) in 100 ^1 iodination buffer (25 mM 

15 Tris, pH8, 0.4 M NaCl), The radiolabeling reaction was 

started by transferring the activated Iodide to an Eppendorf 
tube containing 1,5.10" adenovirus particles in 100 ^xl 
iodination buffer. The reaction was allowed to proceed for 
nine minutes at RT, after which incorporated label was 

20 separated from free label by gelf iltration, using a Sephadex 
25 column (P-10, Pharmacia) . To this end, a P-10 column was 
pre-washed with 10 ml PBS buffer and subsequently loaded with 
the radiolabeling reaction, supplemented with two ml of 
iodination buffer. After discarding the first flow- through, 

25 the column was eluted with PBS buffer in 0,5 ml steps, and 
the different fractions were collected in separate tubes. 
Free label, which is slowed down by the column, was 
concentrated in fractions 10-16. Radiolabeled virus particles 
accumulated predominantly in fractions 4, 5 and 6, 

30 corresponding to a total eluted volume of 2-3 ml. The 
radioactivity of these virus -containing fractions was 
measured and expressed as counts per minute (cpm) , resulting 
in up to 5.10^ cpm per lO" virus particles. 
Several control experiments were conducted to ensure the 

35 integrity of the virus particles after the various 

manipulations. For instance, one reaction was included in 
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which the virus particles underwent identical treatment but 
with the omission of radioactive Iodide. Eluted virus 



amount of infected cells was established by the expression of 
5 a visual marker gene such as LacZ. In addition, small 
aliquots of those eluted fractions that represented 
radiolabeled adenovirus were used to infect A549 cells to 
test the expression of the transgene, which was taken as an 
indication for virus viability of the specific virus batch 
10 used. 

The radiolabeled virus particles can subsequently be 
used for various in vitro and in vivo studies to determine 
the affinity for different cell types or for different 
organs. For in vitro studies, different cell lines such as 

15 for instance HUVEC (human umbilical vein endothelial cells) 
or SMC (smooth muscle cells) are seeded in 24-well plates in 
the appropriate culture medium, and infected with 
radiolabeled adenovirus particles at a multiplicity of 
infection of 10, 100 and 1000. As a control, cells are 

20 incubated with a similar amount of free Iodide. Two hours 
after infection, cells are extensively washed with PBS 
buffer, and the remaining radioactivity measured. The amount 
of radioactivity that remains associated with the cells, 
corrected for the amount of radioactivity of the control 

25 cells incubated with free label, is a direct measure for the 
amount of virus that is attached to or has penetrated the 
cells . 

For in vivo studies, the biodistribution of adenoviruses 
that differ only in the origin of their fiber proteins was 

30 compared. To this end, rats were placed under general 

anesthetic and 0.1-2 MBq of radiolabeled adenovirus particles 
was intravenously (iv) administered into the tail vein. As a 
control, one rat received a comparable dose of free Iodide 
only. The animals were subsecjuently placed onto a gamma 

35 scanner and scanned for 10 minutes, to localize the source of 
the gamma radiation and thus to determine the in vivo 



particles were subsequently used to infect A549 cells. The 
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biodistribution of systemically introduced adenovirus. After 
one hour, animals were sacrificed and the major organs 
removed for weighing and for accurate quantification of 
radioactivity using a scintillation counter. The distribution 
of radioactivity in various organs after iv is expressed as 
cpm per gram tissue, and is shown in figure 8. 



Example 7: Infection of huinan primary cells from amniotic 
fluid- 

In Table 5 (example 4) infection results are shown on both 
amniotic cells and chorionvilli . These cell types are 
isolated from the amniotic fluid and cultured ex vivo under 
standard conditions (Roest et al, 1996). Such cells are ideal 
targets to use for prenatal diagnosis. For instance/ in some 
cases (approximately 50-100 yearly) prenatal diagnosis of 
muscular dystrophin is impossible using standard techniques 
such as reverse- transcribed PCR or DNA PGR because the 
mutations in the dystrophin gene are unknown and the level of 
dystrophin produced in non-differentiated chorionvilli or 
amnionvilli cells is very low. In these cases isolation and 
fast differentiation of predominantly chorionvilli cells is 
performed. These chorionvilli are subsequently infected with 
a retrovirus (Roest et al , 1996) or an adenovirus carrying 
the MyoD cDNA (Roest et al, 1999) which, upon transduction, 
triggers the chorionvilli to differentiate into striated 
muscle cells within one week. After complete differentiation 
these cells can then be used for Western analysis, or 
immunohistochemistry to determine whether the dystrophin 
protein is expressed. To date, the infection efficiency of 
chorionvilli cells has been disappointing with only 2-5% of 
cells transduced with a retrovirus (Roest et al, 1996) . Using 
a serotype 5 adenovirus to deliver the MyoD cDNA to 
chorionvilli approximately 10%-20% (Roest et al, 1999) of 
the cells can be transduced but only when using high 
multiplicity of infection (MOI) which results in undesired 
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toxicity and thus cell death. The results in Table 5 clearly 
demonstrate that the adenovirus serotype 5 is not an ideal 
candidate for transducing chorionvilli cells since only 
marginal lucif erase activity is measured (75 RLU/ ^g protein) 

5 at the highest MOI tested (MOI = 5000 virusparticles per 

cell) . These results are confirmed using flow cytometry for 
the presence of the Coxsackie adenovirus receptor (CAR) and 
integrins which demonstrates that the receptors for 
adenovirus serotype 5 are only marginally present on 

10 chorionvilli (Table 6) . Surprisingly, the adenovirus serotype 
5 based vector containing a fiber of either subgroup B (fiber 
16 and/or 51) or subgroup F (fiber 4 0-Li) both transduce the 
chorionvilli with high efficiency. The vector which does 
best, based on lucif erase activity is the adenovirus 5 with 

15 fiber 40-L which results in 1,688,028 relative light units 
per |xg of protein, >20,000 fold increased transgene 
expression as compared to adenovirus serotype 5 . This vector 
can thus be used to transduce cells present in the amniotic 
fluid to allow fast differentiation for purposes described 

20 above, for inhibiting gene expression during prenatal 
development, or to transfer and express nucleic acid of 
interest to the amniotic fluid. 

25 Example 8: Generation of adenovirus serotype 5 based viruses 
with chimaeric hexon protein. 

The method described infra to generate recombinant 
adenoviruses by co-transf ection of two, or more separate 
cloned adenovirus sequences . These cloned adenoviral 
30 sequences were subsequently used to remove specific 
adenovirus serotype 5 sequences in order to generate 
template clones which allow for the easy introduction of DNA 
sequences derived from other adenovirus serotypes. As an 
example of these template clones, the construction of 
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plasmids enabling swapping of DNA encoding for hexon protein 
is given. 

rioT.^T-Ai-ion of adenov3 ^^« ^^InolatP clones lacking DNA 
Rncodir in hexon 

Hexon coding sequences of adenovirus serotype 5 are located 
between nucleotides 18841 and 21697. To facilitate easy 
exchange of hexon coding sequences from alternative 
adenovirus serotypes into the adenovirus serotype 5 backbone, 
first a shuttle vector was generated. This subclone, coded 
pBr/Ad.Eco-Pmel, was generated by first digesting plasmid 
pBr322 with EcoRI and EcoRV and inserting the 14 kb Pmel- 
EcoRI fragment from pWE/Ad.Af lII-Eco. In this shuttle vector 
a deletion was made of a 1430 bp SanDI fragment by digestion 
with SanDI and religation to give pBr/Ad . Eco- Pmel ASanDI . The 
removed fragment contains unique Spel and Muni sites. From 
pBr/Ad.Eco-PmelASanDI the adenovirus serotype 5 DNA encoding 
hexon was deleted. Hereto, the hexon flanking sequences were 
PGR amplified and linked together thereby generating unique 
restriction sites replacing the hexon coding region. For 
these PGR reactions four different oligonucleotides were 
required: Ahexl-Ahex4. Ahexl : 5 • - CCT GGT GCT GCC AAC AGC-S' 
Ahex2: 5'- CCG GAT C CA CTA GT G GAA AGC GGG CGC GCG-3 • 
AhexB: 5'- CCG GAT C CA ATT GA G AAG CAA GCA ACA TCA ACA AC-3 ' 
Ahex4: 5'- GAG AAG GGC ATG GAG GCT G-3 ' (See figure 9) . 
The amplified DNA product of ± 1100 bp obtained with 
oligonucleotides Ahexl and Ahex2 was digested with BamHI and 
Fsel. The amplified DNA product of ± 1600 bp obtained with 
oligonucleotides Ahex3 and Ahex4 was digested with BamHI and 
Sbfl. These digested PGR fragments were subsequently purified 
from agarose gel and in a tri-part ligation reaction using T4 
ligase enzyme linked to pBr /Ad. Eco -Pmel ASanDI digested with 
Fsel and Sbfl. The resulting construct was coded pBr/Ad.Eco- 
PmeAHexon. This construct was sequenced in part to confirm 
the correct nucleotide sequence and the presence of unique 
restriction sites MunI and Spel. 
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Am plification of hexon sequences fr om adenovirus serotypes 
To enable amplification of the DNAs encoding hexon protein 
derived from alternative serotypes degenerate 
5 oligonucleotides were synthesized. For this purpose, first 

known DNA sequences encoding for hexon protein of alternative 
serotypes were aligned to identify conserved regions in both 
the N-terminus as well as the C-terminus of the Hexon 
protein. From the alignment, which contained the nucleotide 
10 sequence of 9 different serotypes representing 5 of the 6 
known subgroups, (degenerate) oligonucleotides were 
synthesized. These oligonucleotides were coded HEX-up (5'- GG 
ACGTGT AAG ATG GCY ACC CCH TCG ATG MTG- 3») and HEX- down (5'- 
CCA TCG ATG GTT ATG TKG TKG CGT TRC CGG C -3 ' ) . The 
15 amplification reaction (50 ^1) contained 2 mM dNTPs, 25 pmol 
of each oligonucleotide, standard Ix PGR buffer, 1,5 mM 
MgCl2r and 1 Unit Pwo heat stable polymerase (Boehringer) per 
reaction. The cycler program contained 20 cycles, each 
consisting of 30 sec. 94°C, 60 sec. 60-64°C, and 120 sec. At 
20 72**C. One-tenth of the PGR product was run on an agarose gel 
which demonstrated that a DNA fragment was amplified. Of each 
different template, two independent PGR reactions were 
performed after which the independent PGR fragments obtained 
were sequenced to determine the nucleotide sequence. From 9 
25 different serotypes, the nucleotide sequence could be 
con^ared to sequences present in GenBank. Of all other 
serotypes, the nucleotide sequence encoding the Hexon protein 
is unknown. So far, of each serotype, except for serotypes 1, 
8, 13, and 18, the hexon sequence has been PGR amplified. The 
30 protein sequence of the hexon of serotypes 34, 35, 36, and 41 
is given in figure 10. 

Generation of Hexon chimaeric adenovira l DNA constructs 



35 All amplified hexon DNAs as well as the vector (pBr/Ad.Eco- 
PmeAHexon) were digested with Muni and Spel . The digested 
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DNAs was siibsequently run on a agarose gel after which the 
fragments were isolated* from the gel and purified using the 
Geneclean kit (BiolOl Inc) . The PGR fragments were then 
cloned into the Muni and Spel sites of pBr/Ad . Eco-PmeAHexon, 

5 thus generating pBr/Ad . Eco-PmeAHeXXX (where XX stands for the 
serotype number of which the fiber DNA was isolated) . So far 
the hexon sequence of serotypes 2, 3, 4, 5, 7, 9, 10, 11 , 14, 
15, 16, 19, 20, 22, 23, 25, 26, 27, 28, 29, 30, 31, 32, 33, 
34, 35, 36, 37, 38, 40, 41, 42, 43, 46, 47, 48, 49, 50, 51 

10 have been cloned into pBr/Ad . Eco-PmeAHexXX . From pBr/Ad.Eco- 
PmeAHexXX (where XX is 20, 25, 26, 28, 30, 34, 35) a 9.6 kb 
AscI fragment encompassing the hexon sequence was isolated 
via gelelectrophoresis and an agarase protocol (Boehringer 
Mannheim, The Netherlands) . This AscI fragment was 

15 subsequently cloned in cosmid pWE/Ad. Af lII-rlTRsp (see 

example 1) which was digested to completion with AscI and 
deposphorylated as described previously. This cosmid cloning 
resulted in the formation of construct pWE/Ad.Af III- 
rlTR/HexXX (where XX stands for the serotype number of which 

20 the hexon DNA was isolated) 

Generation of recombinant adenovirus chimaeric for hexon 
protein 

To generate recombinant Ad 5 virus carrying the hexon of 
25 alternative serotypes two constructs, pCLIP.Luc, 

pWE/Ad.Af lII-rlTR/HexXX were transfected into adenovirus 
producer cells. For transf ection, 4 ^g of pCLIP.Luc, and 4 p.g 
of pWE/Ad.Af lII-rlTR/HexXX were diluted in serum free DMEM to 
100 |al total volume. To this DNA suspension 100 ^1 2/3 x 
30 diluted lipofectamine (Gibco) was added. After 30 minutes at 
room temperature the DNA- lipofectamine complex solution was 
added to 2 , 5 ml of serum-free DMEM which was subsequently 

added to a T25 cm^ tissue culture flask (cells washed with 5 
ml serumfree medium prior to addition of DNA- lipofectamine 

35 complex) . This flask contained 3 x 10^ PER.C6 cells that were 
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seeded 24-hours prior to transf ection. Two hours later, the 
DNA-lipofectamine complex containing medium was diluted once 
by the addition of 2.5 ml DMEM supplemented with 20% fetal 
calf serum. Again 24 hours later the medium was replaced by 
fresh DMEM supplemented with 10% fetal calf serum. Cells were 
cultured for 6-8 days, subsecjuently harvested, and 
freeze/ thawed. Cellular debris was removed by centrif ugatxon 
for 5 minutes at 3000 rpm room temperature. Of the 
supernatant (12.5 ml) 3-5 ml was used to agaxn xnfect PER.C6 

cells (T80 cm^ tissue culture flasks) . 

.^-,..^..^..d ^^...^.lH...tion towards hexon rhim.Prlr- adenovirus . 

; TO demonstrate an altered immune response towards chimaeric 
adenoviruses, we first tested 75 sera derived from human 
patients (25 cancer patients, 50 rheumatoid arthritis 
patients) for toxicity on human 911 cells. For this purpose, 
911 cells were seeded at a concentration of 3x10^ cells per 
0 well in 96-well microtiter plates. Twenty-four hours later 
the medium of all wells, except for wells Al-Hl, ^^-^J' 
A9-H9 was replaced by 50 jil DMEM supplemented with 5% fetal 
calf serum. To wells Al. A2 , Bl, and B2 , 50 ^ patient serum 
1 was added. Likewise, To wells CI, C2 , Dl, and D2 . 50 ^1 of 
.5 patient serum 2 was added etc. Subsequently, 50 jil of wells 
A2-H2 were transferred to A3-H3 after which 50 pi of wells 
A3-H3 was transferred to A4-H4. Thus this test schedule 
resulted in a serum dilution of Ox, 2x, 4x, and 8x for each 
patient serum. Identical treatment of wells A5-H5 through A8- 
30 H8, and A9-H9 through A12-H12 results in 12 sera tested per 
96-well microtiter plate. From 75 human patient sera tested 
in total, 25 sera with no apparent toxicity on human 911 
cells were subsequently tested for the presence of antibodies 
capable of neutralizing chimaeric adenovirus infection. For 
35 this purpose, 96-well microtiter plates were filled with 50 ^ 
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1 DMEM supplemented with 5% fetal calf serum except for wells 
Al-Hl. To wells Al , A2/B1, and B2, 50 ^1 patient serum 1 was 
added. Likewise, to wells CI, C2, Dl, and D2, 50 ^l patient 
serum 2 was added etc. Subsequently, 50 ^1 of wells A2-H2 
5 were transferred to wells A3-A4 after which 50 ^il of A3-H3 
was transferred to A4-H4 etc. until A12-H12 (dilution range: 
0 - 1/ 2048) - From wells A12-H12, 50 |al was discarded. Next, 
50 \xl of virus was added after which the microtiter plates 
were incubated for 1 hour at 37*^0. Upon the addition of 50 \xl 

10 911 cell -suspension (3 x 10^ cells/ well) plates were 

incubated for 7-9 days after which neutralizing capacity was 
scored by the absence, presence, or severity of CPE. As 
controls during these experiments absence of serum, absence 
of virus, and absence of serum and virus were taken. Based on 

15 these experiments several chimaeric viruses are identified 

towards which little neutralizing antibodies are generated by 
humans . Similar experiments as described above are performed 
with wildtype adenovirus serotypes from both human as well as 
animals to screen for serotypes which are less prone to 

20 neutralization due to the host defense system. These 

experiments although similar are developed in such a way that 
it allows high throughput screening of many samples at once. 
This assay is described below. 

25 A high throughput assay for the detection of neutralizing 
activity in human serum 

To enable screening of a large amount of human sera for the 
presence of neutralizing antibodies against all adenovirus 
30 serotypes, an automated 96 -wells assay was developed. 
Human sera 

A panel of 10 0 individuals was selected. Volunteers (50% 
male, 50% female) were healthy individuals between 20 and 60 
years old with no restriction for race. All volxmteers signed 
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an informed consent form. People professionally involved in 
adenovirus research were excluded. 

Approximately 60 ml blood was drawn in dry tubes. Within two 
hours after sampling, the blood was . centrif uged at 2500 rpm 
5 for 10 minutes. Approximately 30 ml serum was transferred to 
polypropylene tubes and stored frozen at -2 0°C until further 
use , 

Serum was thawed and heat -inactivated at 56°C for 10 
minutes and then aliquotted to prevent repeated cycles of 

10 freeze/ thawing. Part was used to make five steps of twofold 

dilutions in medium (DMEM, Gibco BRL) in a quantity enough to 
fill out approximately 70 96-well plates. Aliquots of 
undiluted and diluted sera were pipetted in deep well plates 
(96-well format) and using a programmed platemate dispensed 

15 in 100 fil aliquots into 96-well plates. This way the plates 
were loaded with eight different sera in duplo (100 /zl/well) 
according to the scheme below: 
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20 

Where Sl/2 to S8/2 in columns 1 and 6 represent Ix diluted 
sera and Sx/4, Sx/8, Sx/16 and Sx/32 the twofold serial 
dilutions. The last plates also contained four wells filled 
with 100 ^1 fetal calf serum as ^a negative control . 
25 Plates were kept at -2 0*^0 until further use. 
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Preparation of human adenovirus stocks 

Prototypes of all known human adenoviruses were inoculated on 
T25 flasks seeded with PER.C6 cells (Fallaux et al . , 1998) 
and harvested upon full CPE. After freeze/ thawing 1-2 ml of 
the crude lysates were used to inoculate a T80 flask with 
PER.C6 cells and virus was harvested at full CPE. The time 
frame between inoculation and occurrence of CPE as well as 
the amount of virus needed to re -infect a new culture, 
differed between serotypes. Adenovirus stocks were prepared 
by freeze/ thawing and used to inoculate 3-4 T175 cm^ three- 
layer flasks with PER.C6 cells. Upon occurrence of CPE, cells 
were harvested by tapping the flask, pelleted and virus was 
isolated and purified by a two step CsCl gradient as follows. 
Cell pellets were dissolved in 50 ml 10 mM NaP04 buffer (pH 
7.2) and frozen at -2 0°C. After thawing at 37°C, 5 . 6 ml 
sodium deoxycholate (5% w/v) was added. The solution was 
mixed gently and incubated for 5-15 minutes at 37°C to 
completely lyse the cells. After homogenizing the solution, 
1875 /il IM MgCla was added. After the addition of 375 ^1 
DNase (10 mg/ml) the solution was incubated for 30 minutes at 
37°C. Cell debris was removed by centrif ugation at 1880xg for 
30 minutes at RT without brake. The supernatant was 
subsequently purified from proteins by extraction with freon 
(3x) . The cleared supernatant was loaded on a IM Tris/HCl 
buffered cesium chloride blockgradient (range: 1.2/1.4 gr/ml) 
and centrif uged at 21000 rpm for 2.5 hours at 10°C. The virus 
band is isolated after which a second purification using a IM 
Tris/HCl buffered continues gradient of 1.33 gr/ml of cesium 
chloride was performed. The virus was then centrif uged for 17 
hours at 55000 rpm at 10°C. The virus band is isolated and 
sucrose (50 % w/v) is added to a final concentration of 1%. 
Excess cesium chloride is removed by dialysis (three times 1 
hr at RT) in dialysis slides (Slide-a-lizer , cut off 10000 
kDa, Pierce, USA) against 1.5 Itr PBS supplemented with CaCla 
(0.9 mM) , MgCla (0.5mM) and an increasing concentration of 
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sucrose (1, 2, 5%). After dialysis, the virus is removed from 
the slide-a-lizer after' which it is aliquoted in portions of 
25 and 100 /il upon which the virus is stored at -85°C. 
To determine the number of virus particles per milliliter, 50 

5 /il of the virus batch is run on a high-pressure liquid 

chromatograph (HPLC) as described by Shabram et al (1997) . 
Viruses were eluted using an NaCl gradient ranging from 0 to 
600 mM. As depicted in table I, the NaCl concentration by 
which the viruses were eluted differed significantly among 

10 serotypes . 

Most human adenoviruses replicated well on PER.C6 cells 
with a few exceptions. Adenovirus type 8 and 40 were grown on 
911-E4 cells (He et al . , 1998). Purified stocks contained 
between 5x10^** and 5x10^^ virus particles/ml (VP/ml) 

15 

Titration of purified human adenovirus stocks 
Adenoviruses were titrated. on PER.C6 cells to determine the 
amount of virus necessary to obtain full CPE in five days, 
the length of the neutralization assay. Hereto, 100 fil medium 

20 was dispensed into each well of 96-well plates. 25 /xl of 
adenovirus stocks prediluted 10*, 10^ 10^ or lO'' times were 
added to column 2 of a 96-well plate and mixed by pipetting 
up and down 10 times. Then 25 fil was brought from column 2 to 
column 3 and again mixed. This was repeated until column 11 

25 after which 25 ^1 from column 11 was discarded. This way 
serial dilutions in steps of 5 were obtained starting off 
from a prediluted stock. Then 3x10* PER.C6 cells were added 
in a 100 /il volume and the plates were incubated at 37 -C, 5% 
CO2 for five or six days. CPE was monitored microscopically. 

30 The method of Reed and Muensch was used to calculate the cell 
culture inhibiting dose 50% (CCID50) . 

In parallel identical plates were set up that were 
analyzed using the MTT assay (Promega) . In this assay living 
cells are quantified by colorimetric staining. Hereto, 20 ill 

35 MTT (7.5 mgr/ml in PBS) was added to the wells and incubated 
at 37 5% CO2 f or two hours. The supernatant was removed 
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and 100 /il of a 20:1 isopropanol/triton-XlOO solution was 
added to the wells. The" plates were put on a 96-wells shaker 
for 3-5 minutes to solubilise precipitated staining. 
Absorbance was measured at 540 nm and at 690 nm (background) . 
5 By this assay wells with proceeding CPE or full CPE can be 
distinguished . 




NGUtralizatlon assay 

10 96 -well plates with diluted human serum samples were thawed 
at 37 5% COj. Adenovirus stocks diluted to 200 CCID50 per 

50 1x1 were prepared and 50 ^1 aliquots were added to columns 
1-11 of the plates with serum. Plates were incubated for 1 
hour at 37^C, 5% CO^ . Then 50 }il PER.C6 cells at 6xl0Vnil were 

15 dispensed in all wells and incubated for 1 day at 37 -C, 5% 
CO2. Supernatant was removed using fresh pipet tips for each 
row and 200 fxl fresh medium was added to all wells to avoid 
toxic effects of the serum. Plates were incubated for another 
4 days at 37 ^C, 5% COj. In addition, parallel control plates 

20 were set up in duplo with diluted positive control sera 

generated in rabbits and specific for each serotype to be 
tested in rows A and B and with negative control serum (FCS) 
in rows C and D. Also, in each of the rows E-H a titration 
was performed as described above with steps of five times 

25 dilutions starting with 200 CCID50 of each virus to be 

tested. On day 5 one of the control plates was analyzed 
microscopically and with the MTT assay. The experimental 
titer was calculated from the control titration plate 
observed microscopically. If CPE was found to be complete, 

30 i.e. the first dilution in the control titration experiment 

analyzed by MTT shows clear cell death, all assay plates were 
processed. If not, the assay was allowed to proceed for one 
or more days until full CPE was apparent after which all 
plates were processed. In most cases the assay was terminated 

35 at day 5. A serum sample is regarded to be non-neutralizing 
when at the highest serum concentration a maximum protection 
is seen of 4 0% compared to the controls without serum. 
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Example 9: Generation o£ Ad5 based viruses with chlinaerlc 
penton proteins 

5 The method described infra to generate recombinant 

adenoviruses by co-transf ection of two, or more separate 
cloned adenovirus sequences . These cloned adenoviral 
sequences were subsequently used to remove specific 
adenovirus serotype 5 sequences in order to generate template 
10 clones which allow for the easy introduction of DNA sequences 
derived from other adenovirus serotypes . As an example of 
these template clones, the construction of plasmids enabling 
swapping of DNA encoding for penton protein is given. 

15 Generation of adenovirus template clones lacking DNA 
encbdinQ for penton 

First a shuttle vector for penton sequences was made by 
insertion of the 7.2 kb Nhel-EcoRV fragment from construct 

20 pWE/Ad. Af lII-EcoRI (described in example 1) into pBr322 
digested with the same enzymes. The resulting vector was 
named pBr/XN. From this plasmid AdS penton sequences were 
deleted and replaced by unique restriction sites that are 
then used to introduce new penton sequences from other 

25 serotypes. Hereto, the left flanking sequences of penton in 
pBr/XN were PCR amplified using the following primers: 
DP5-F: 5'- CTG TTG CTG CTG CTA ATA GC-3' and 
DP5-R: 5*- CGC GGA TCC TGT ACA ACT AAG GGG AAT ACA AG-3 ' 

DP5-R has an BamHI site (underlined) for ligation to the 
30 right flanking sequence and also introduces a unique BsrGI 
site (bold face) at the 5 ' -end of the former AdS penton 
region. 

The right flanking sequence was amplified using: 
DP3-F: S'-CGG GGA TCC CTT AAG GCA AGC ATG TCC ATC CTT-3 ' and 
35 DP3-3R: 5'- AAA ACA CGT TTT ACG CGT CGA CCT TTC-3 » 
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DP3-F has an BamHI site (underlined) for ligation to the left 
flanking sequence and also introduces a unique Aflll site 
(bold face) at the 3 ' -end of the former AdS penton region. 
The two resulting PGR fragments were digested with BamHI and 
ligated together. Then this ligation mixture was digested 
with Avrll and Bglll, pBr/XN was also digested with Avrll and 
Bglll and the vector fragment was ligated to the digested 
ligated PGR fragments. The resulting clone was -named pBr/Ad.A 
penton. Penton coding sequences from serotypes other than AdS 
were PGR amplified such that the 5' and 3' ends contained the 
BsrGI and Aflll sites respectively. Introduction of these 
heterologous penton sequences in pBr/Ad . Apenton generates 
constructs named pBr /Ad . pentonXX where XX represents the 
number of the serotype corresponding to the serotype used to 
amplify the inserted penton sequences. Subsequently the new 
penton sequences were introduced in the pWE/Ad. Aflll -rITR 
construct by exchanging the common Fsel fragment. 
Importantly, in stead of pWE/Ad.Af lII-rlTR it is also 
possible to insert the Fsel fragment from pBr/Ad, pentonXX 
into a pWE/Ad.Afllll-rlTR/HexXX or an pWE/Ad . Af llll - 
rITR/FibXX vector having a modified hexon and/or fiber 
sequence respectively. In this way the plasmid-based system 
to generate adenoviruses enables flexible design of any 
adenovirus with any desired characteristic concerning 
efficiency and specificity of infection of the target cell as 
well as immunogenicity . 



Amplification of penton sequences from adenovirus serotypes 
To enable amplification of the DNAs encoding penton protein 
derived from alternative serotypes oligonucleotides were 
synthesized. Of each adenovirus subgroup the penton sequence 
of only one member is known to date. Therefore, 
oligonucleotides were designed based on the known sequences 
Thus, for amplification of penton sequences from subgroup G 
oligonucleotides P5-for (5*- 
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gctcgatgtacaatgcggcgcgcggcgatgtat-3 ' ) and P5-rev (5'- 
gctcgacttaagtcaaaaagtgcggctcgatag-3 ' ) were used .For the 
amplification of penton sequences from subgroup B 
oligonucleotides P3-for (5 'gctcgatgtacaatgaggagacgagccg 

5 tgcta-3') and P3- rev (5 • -gctcgacttaagttagaaagtgcggcttgaaag- 
3') were used. For the amplification of penton sequences from 
subgroup D oligonucleotides P17-for (5 ' gctcgatgtacaatgaggcgt 
gcggtggtgtcttc-3 ' ) and P17-rev (5 ' -gctcgacttaagttagaaggtgcg 
actggaaagc-3 ' ) were used. For the amplification of penton 

10 sequences from subgroup F oligonucleotides PF-for (5*- 

gctcgatgtacaatgagacgtgcggtgggagtg-3 ' ) and PF-rev (5 • -gctcga 
cttaagttaaaacgtgcggctagacag-3 ' ) were used. All above 
described forward oligonucleotides contain a BsrGI 
restriction site at their 5 '-end and all reverse 

15 oligonucleotides contain an Aflll restriction site at the 5'- 
end. 

The amplification reaction (50 ^il) contained 2 mM dNTPs, 25 
pmol of each oligonucleotide, standard Ix PGR buffer, 1,5 mM 
MgCl2/ and 1 Unit Pwo heat stable polymerase (Boehringer) per 

20 reaction. The cycler program contained 20 cycles, each 

consisting of 30 sec, 94°C, 60 sec. 60-64°C, and 120 sec. At 
72°C. One- tenth of the PGR product was run on an agarose gel 
which demonstrated that a DNA fragment was amplified. Of each 
different template, two independent PGR reactions were 

25 performed after which the independent PGR fragments obtained 
are sequenced to determine the nucleotide sequence. Of the 51 
human serotypes 20 penton sequences have been amplified. 

Generation of penton chimaeric adenoviral D NA constructs 
30 All amplified penton DNAs as well as the vector (pBr/Ad.A 

penton) were digested with BsrGI and Aflll. The digested DNAs 
was subsequently run on a agarose gel after which the 
fragments were isolated from the gel and purified using the 
Geneclean kit (BiolOl Inc) . The PGR fragments were then 
35 cloned into the BsrGI and Aflll sites of pBr/Ad. Apenton, thus 
generating pBr/Ad.pentohXX (where XX stands for the serotype 
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number of which the penton DNA was isolated) . So far the 
penton secjuence of serotypes 2, 3, 5, 6, 1, 11, 21, 26, 35, 
39, 40, 41, 42, 47, 48, 49 and 51 have been cloned into 
pBr/Ad.pentonXX . From pBr/Ad .pentonXX an 5 . 1 kb Fsel 

5 fragment encompassing the penton sequence was isolated via 
gelelectrophoresis and Geneclean. This Fsel fragment was 
subsequently cloned in cosmid pWE/Ad.Af lII-rlTR (see example 
1) which was digested to completion with Fsel and 
deposphorylated as described previously. This cosmid cloning 

10 resulted in the formation of construct pWE/Ad.Aflll- 

rlTR/PentonXX (where XX stands for the serotype number of 
which the penton DNA was isolated) . 



Generation of recombinant adenovirus chimaeric fo r penton 
15 protein 

To generate recombinant Ad 5 virus carrying the Penton of 
alternative serotypes two constructs, pCLIP.Luc and 
pWE/Ad.Af lII-rlTR/PenXX were transf acted into adenovirus 
producer cells. 

20 For transf ection, 4 jig of pCLIP.Luc and 4 iJ.g of pWE/Ad.Aflll- 
rlTR/ PentonXX) were diluted in serum free DMEM to 100 ^il 
total volume. To this DNA suspension 100 ^1 Ix diluted 
lipofectamine (Gibco) was added. After 30 minutes at room 
temperature the DNA-lipof ectamine complex solution was added 

25 to 2.5 ml of serum- free DMEM which was subsequently added to 

o 6 
a T2 5 cm tissue culture flask. This flask contained 2x10 

PER. C6 cells that were seeded 24-hours prior to transf ection. 

Two hours later, the DNA-lipof ectamine complex containing 

medium was diluted once by the addition of 2.5 ml DMEM 

30 supplemented with 20% fetal calf serum. Again 24 hours later 
the medium was replaced by fresh DMEM supplemented with 10% 
fetal calf serum. Cells were cultured for 6-8 days, 
subsequently harvested, and freeze/thawed 3 times. Cellular 
debris was removed by centrif ugation for 5 minutes at 3000 

35 rpm room temperature. Of the supernatant (12.5 ml) 3-5 ml was 
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used to infect again infect PER. C6 cells (T80 cm tissue 
culture flasks) . This re-infection results in full 



cytopathogenic effect (CPE) after 5-6 days after which the 
adenovirus is harvested as described above. 

5 

The above described examples 1-9 encompasses the construction 
of recombinant adenoviral vectors, chimaeric for either fiber 
protein or hexon protein which results in an altered 
infection host range or altered immune response towards 

10 adenoviral vectors . These chimaeric adenoviral vectors are 
generated for the puorpose of gene transfer and recombinant 
DNA vaccines. It must be stressed that in a manner analogous 
as described under example 1-9 chimaeric adenoviral vectors 
are constmacted for penton and can be constructed for all 

15 other adenovirus proteins including but not limited to DNA 
encoding for small proteins required for adenovirus assembly 
and sequences required for adenovirus replication. Moreover, 
it must be emphasized that with this technology double, 
triple, quadruple, etc chimaeric adenoviral vectors can be 

20 constructed with the aim to combine parts of existing 

adenovirus serotypes to generate adenoviral vectors with 
preferred characteristics for any given target cell or target 
disease . 



25 
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Legends to figures and tables 



10 



15 



20 



25 



30 



Table 1 : Sununary of the classification of known human 
adenovirus serotypes based upon the principle of 
hemaggl ut i na t i on . 

Table 2 : Association of human adenovirus serotypes with 
human disease. 

Table 3 : Oligonucleotides and degenerate oligonucleotides 
used for the amplification of DNA encoding for fiber protein 
derived from alternative human adenovirus serotypes. Bold 
letters in oligonucleotides A-E represent an Ndel restriction 
site. Bold letters in oligonucleotides 1-6 and 8 represent an 
Nsil restriction site. Bold letters in oligonucleotide 7 
represent a Pad restriction site. 

Table 4: Production results of fiber chimaeric adenoviruses. 
The number of virus particles per ml were determined using 
HPLiC. The number of infectious units (lU) per milliliter were 
determined through titration on human 911 cells. For 
infection experiments, the number of virus particles per 
milliliter is taken from all chimaeric adenoviruses since lU/ 
ml reflects a receptor mediated process. 

Table 5: Transduction results of human cell lines and 
primary cells. A549: Human lung carcinoma cell line (ATCC, 
CCL-1185) . K562: Human erythroid leukemia (ATCC, CCL-243) . 
SupTl: Human Lymphoblast hybrid B and T (ATCC, CRL-1991) . 
GM09503 : Human primary fibroblasts. HEPG2 : Human liver 
carcinoma (ATCC, HB8065) . CEM: human lymphoblast cells (ATCC, 
CRL-1992) . HeLa: Human cervix carcinoma (ATCC, CCL-2) . 
Primary amniocytes and chorionvilli cells were obtained from 
department of antropogenetics , Leiden, The Netherlands. 



10 
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Primary Smooth muscle cells and synoviocytes were obtained 
from TNO-PG, Leiden, The Netherlands. Shown are the 
lucif erase activity (in relative light units (RLU) per ^g 
protein) measurements of cells infected at MOI 5000 
virusparticles per cell . 

Table 6: Expression of integrins c^pS and cx^PB, the 
Coxsackie adenovirus receptor (CAR) , and MHC class I on the 
membranes of target cells. In addition to the cells described 
in table 5: HUVEC: human umbilical vein endothelial cells 
were obtained from TNO-PG, Leiden, The Netherlands. Shown is 
the percentage of cells expressing either molecule on their 
membrane. The Ad5 based vector carrying a fiber of one 
representative of each subgroup and the efficiency of 
infection is shown on the right of the table. ND: not 
determined. 0% means undetectable expression of the molecule 
on the membrane of the cell using flow cytometry. 100% means 
high expression of the molecule on the cell membrane. 

20 Figure 1: Schematic presentation of adapter plasmid pMLPI.TK. 

Figure 2: Schematic presentation of adapter plasmid pAd/L420- 
HSA. 

25 Figure>3: Schematic presentation of adapter plasmid pAdS/CLIP 

Figure 4: Schematic presentation of a two plasmid system for 
the generation of recombinant adenoviruses. 

30 Figure 5: Schematic presentation of a three plasmid system 
for the generation of recombinant adenoviruses. 

Figure 6: Schematic presentation of generation of plasmid 
pBr/AdBamRDeltaFib in which part of the Adenovirus type 5 
35 fiber DNA is replaced by a short DNA stretch containing a 
unique Nsil site. 



15 
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Figure 7: Fiber protein* sequences of adenovirus serotypes 8, 
9, 13, 14,20, 23, 24, 25, 27, 28, 29, 30, 32, 33, 34, 35, 36, 
37, 38, 39, 42, 43, 44, 45, 46, 47, 48, 49, and 51. Bold 

5 letters represent part of the tail of adenovirus serotype 5. 
If bold letters not present it means that a PGR fragment was 
sequenced which did not contain the Ad5 tail. An X, present 
in the sequence means unidentified amino acid due to 
unidentified nucleotide. At the end of the sequence the stop 

10 codon of the fiber is presented by a dot. 

Figure 8: Comparison of the In vivo biodistribution of I^^^ 
labeled adenovirus serotype 5 and an adenovirus chimaeric for 
fiber protein. Radiolabeled adenovirus (lO" virus particles, 

15 0,1-2 MBq) was intravenously administered into the tail vein. 
As a control, a similar amount of free label was injected 
into the control animal. Rats were sacrificed after one hour 
and organs calibrated. Radioactivity of the in the figure 
indicated organs was measured with a scintillation counter 

20 and is expressed as counts per minute per gram tissue. 

Figure 9: Schematic presentation of the generation of plasmid 
pBr/Ad.Eco-PmeAHexon. Also shown is the sequence of the 
oligonucleotides delta hex 1-4 used to delete the DNA 
25 encoding for the hexon of adenovirus serotype 5 protein. 

Figure 10: Hexon protein sequences of adenovirus serotypes 34, 
35, 36, and 41. An X, present in the sequence means 
unidentified amino acid due to unidentified nucleotide. At 
30 the end of the sequence the stop codon of the hexon is 
presented by a dot - 



35 
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Table 1 



Subgroup 


serotypes 


hemagglutination 

rnesus 


hemagglutination 
rai 


A 


12, 18, 31 




+/- 


B 


3,7,11,14, 16, 
21, 34, 35,51 


-f 




C 


1, 2, 5, 6 




+/- 


D 


8-10, 13, 15, 17, 
19, 20, 22-30 
,32, 33, 36-39, 
42-47, 49, 50 


+/- 


+ 


E 


4 




+/- 


F 


40,41 




+/- 



# 
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# 



PCT/NL99/00436 



Syndrom 



Subgenus 



Serotype 



Respiratory illness 



Keratoconjunctivitis (eye) 

Hemorrhagic cystitis (Kidney) 
And urogenital tract infections 

Sexual transmission 

Gastroenteritis 



CNS disease 



Hepatitis 



Disseminated 



None (???) 



A 
B 
C 
D 
E 
B 
D 
B 
C 
D 
C 
D 
A 
B 
C 
D 
F 
A 
B 
C 
D 
A 
C 
A 
B 
D 
A 
D 



31 

3, 7, 11, 14,21,34,35, 51 

1,2, 5,6 

39, 42-48 

4 

11 

8, 19, 37, 50 

7, 11, 14, 16,21,34,35 
5 

39, 42-48 
2 

19, 37 

31 

3 

1,2, 5 
28 

40,41 

12,31 

3,7 

2,5,6 

32, 49 

31 

1,2.5 
31 

3,7,11,21 
30, 43-47 
18 

9. 10. 13. 15 17. 20, 22-29. 33. 36. 38 
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Table 3 



Serotype Tail oligonucleotide Knob oligonucleotide 



4 


A 


1 


8 


B 


2 


9 


B 


2 


12 


E 


3 


16 


C 


4 


19p 


B 


2 


28 


B 


2 


32 


B 


2 


36 


B 


2 


37 


B 


2 


40-1 


D 


5 


40-2 


D 


6 


41-5 


D 


5 


41-1 


D 


7 


49 


B 


2 


50 


B 


2 


51 


C 


8 



A: 


5*- 


CCC GTG TAT CCA TAT GAT GCA GAC AAC GAC CGA CO- 3* 


B: 


5'- 


CCC GTC TAG CCA TAT GGC TAG GCG CGG- 3' 


C: 


5'- 


CCK GTS TAG GCA TAT GAA GAT GAA AGC- 3' 


D: 


. 5'- 


CCC GTC TAG CCA TAT GAC AGC TYC TCA ACT C- 3' 


E: 


5*- 


CCC GTT TAG CCA TAT GAC CCA TTT GAC ACA TCA GAC- 3' 


1: 


5"- 


CGG ATG CAT TTA TTG TTG GGC TAT ATA GGA - 3* 


2: 


5'- 


GCG ATG CAT TYA TTG TTG GGC RAT ATA GGA - 3' 


3: 


5'- 


CGG ATG CAT TTA TTG TTG GGR AAT GTA WGA AAA GGA - 3' 


4: 


5'- 


CGG ATG CAT TCA GTC ATG TTC TCT GAT ATA - 3' 


5: 


5'- 


CGG ATG CAT TTA TTG TTC AGT TAT GTA GCA - 3' 


6: 


5'- 


GGC ATG CAT TTA TTG TTC TGT TAG ATA AGA - 3' 


7: 


5' 


- CGG TTA ATT AAG CCC TTA TTG TTC TGT TAG ATA AGA A - 3' 


8: 


5*- 


CGG ATG CAT TCA GTC ATC YTC TWT AAT ATA - 3' 
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Table 4 



Adenovirus 


Virus particles/ ml 


Infectious units/ ml 


AdBFibB 


2 .2 X 10"" 


6.8 X 10"" 


Ad5Fibl2 


4.4 X 10"" 


1.9 X 10"" 


Ad5Fibl6 


1.4 X 10"" 


3 . 0 X 10^^ 


Ad5Fibl7 


9.3 X 10"" 


9 . 5 X 10"* 


Ad5Fib2 8 


5.4 X 10"" 


2 .8 X 10** 


Ad5Fib32 


2.0 X 10"" 


1.1 X 10"" 


Ad5Fib4 0-S 


3.2 X 10"" 


1.0 X 10""^ 


Ad5Fib40-L 


2.0 X 10"" 


6,4 X 10"" 


Ad5Fib4 9 


1.2 X 10"" 


4.3 X 10"" 


Ad5Fib51 


5.1 X 10"" 


1.0 X 10"" 
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Subflroup F 

Ad5Fiber40-L 

High 
High 
Low 


III oa|| 


Subgroup D 

Ad5Fiber32 

High 
High 


^lli iill 


Subgroup C 

Ad5Flber5 

High 
Low 


III! 


Ii m 


rill Iill 


subgroup A 

Ad5Fiber12 

Low 
Low 




1 
















Celline 

A549 
K562 


GM09503 

CEM 

SupTI 

Smooth muscle cells 

HUVEC 
Synoviocytes 
1 "chorion villi 
HepG2 



# # 
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CLAIMS 



1. A chimaeric adenovirus comprising at least a part of a 
fiber protein of an adenovirus serotype providing the 
chimaeric virus with a desired host range and at least a part 
of a penton or hexon protein from another less antigenic 

5 adenovirus serotype resulting in a less antigenic chimaeric 
adenovirus . 

2 . A recombinant vector derived from an adenovirus 
comprising at least one ITR and a packaging signal having an 
insertion site for a nucleic acid sequence of interest, and 

10 further having an insertion site for f unctionallly inserting 
a gene encoding a penton and/or a hexon protein of a first 
serotype of adenovirus and having an insertion site for a 
gene encoding a fiber protein of a second adenovirus of a 
different serotype . 

15 3. A recombinant vector according to claim 2 which is a 
plasmid . 

4. A packaging cell for producing a chimaeric adenovirus 
according to claim 1, comprising in trans all elements 
necessary for adenovirus production not present on the 

20 adenoviral vector according to claim 2 . 

5 . A kit of parts comprising a packaging cell according to 
claim 4 and a recombinant vector according to claim 2 or 3 , 
whereby there is essentially no overlap leading to 
recombination resulting in the production of replication 

25 competent adenovirus between said cell and said vector. 

6. A vector according to claim 2 or 3 where the insertion 
sites are different and preferably unique restriction sites. 

7 . A method for producing a chimaeric adenovirus having a 
desired host range and diminished antigenicity, comprising 

30 providing a vector according to claim 2, inserting into said 
vector at least a functional part of a penton or hexon 
protein derived from an adenovirus serotype having relatively 
low antigenicity, inserting at least a functional part of a 
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fiber protein derived from an adenovirus serotype having the 
desired host range and transfecting said vector in a 
packaging cell according to claim 4 and allowing for 
production of chimaeric viral particles. 

8. A method according to claim 7, wherein said reduced 
antigenicity is a diminished capability to raise neutralizing 
antibodies . 

9. A chimaeric adenovirus according to claim 1, wherein the 
hexon, penton and/or fiber proteins are chimaeric proteins 
originating from different adenovirus serotypes. 

10. A nucleic acid library comprising nucleic acid derived 
from different adenovirus serotypes. 
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Figure 2 
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Figure 7: 



1.1: Serotype 8 fiber protein 

SCSCPSAPTIFMIXQMKRARPSEDTFT«»VYPYGYARNQNIPFLTPPFVSSN^ 

NFPPGVI^LKLADP^^NNQ^rVSIJCVGGGLTlX2EETGKLTV^^^EPPIJ^ 

ALDAPFDVIDNKLTLI^GHGl^IITBaETSTU>GLVNrLVVLTGKGIGTDLS^ 

ICVRVGEGGGl^FNDNGDLVAFNKKEDKRTLWTTPDTSPNCRIDQDKDSKLTLV 

LTKCGSQILANVSIJWAGRYKIINNmWALKGFnKLIJT)KNG\^^ 

YWNFRNQNSIMSTAYEKAIGFMPNLVAYPKFITGSKKYARDIVYGNIYLGGKPH 

QPVnKTTFNQETGCEYSITFDFSWAKTYVNVEFETTSFTFSYIAQE. 

1.2: Serotype 9 fiber protein 

SCSCPSAPTIFMLLQMKRARPSEDTFNPVYPYGYARNQNIPFLTPPFVSSDGFQ 

NFPPGVLSLKI^PIAIVNGNVSLKVGGGLTLQDGTGKLTVNADPPLQLTNNBX 

GIAIJ)APFD\aDNKLTIiAGHGLSIITKETSTLPGLINTLVVLTGKGIGTESTO 

SVCVRVGEGGGI^FNNDGDLVAFNKKEDKilTLWrTPiyrSPNCKIDQDKI)SK^ 

VLTKCGSQILANVSlJWAGKYKniSINNTQPAlJCGFTIKIiFDENGVLM 

SYWKFRNENSJMSTAYEKAIGFMPNLVAYPKPTAGSKKYAW^IVYGNIYLGGKP 

DQPVTIKTTFNQETGCEYSITFDFSWAKTYVNVEFETTSFTFSYIAQE. 

1.3: Serotype 13 fiber protein 

XXXXXSAPTIF]Vn.LQMKRARSSXDTFNPVYPYGYARNQNIXFXTPPFVXSDGF 

KNFPPG\nLSLKLADPmANGDVSLKVGGGLTLQEGSLTVDPBCAPLQLANDKKLE 

LVYDDPFEVSTNKLSIJCVGHGlJK\aJDDKSAGGLKDLIGKLVVLTGKGIGIENIX3 

NroDGSSRGVGimTa.GTDGGIJSFDRKGELVAWNRKDDRRTI.WTTPDPSPNCKA 

ETEKDSKLTL\a.TKCGSQILATVSnVLKGKYEFVKKETEPKSFD\nmJFDSKGVL 

LP^S^^LSKEYW^^yRSYD^^^^GTPYENAWFMP^^.KAYPKF^KTASDKAENKISS 

AKNKIVSOTYFGGQAYQPGTIIIKFNEEroErCAYSITFNFGWGKVYD>«>FPFDTTS 

FTXSYIAQE. 

1.4: Serotype 14 fiber protein 

HPFINPGFISPNGFTQSPDGVLTLKCLTPLTrTGGSLQLKVGGGLTVDDTDGTLQE 

MGATIPLVKTGHSIGI^LGAGLGTDENKLCTKLGEGLTFNSNMCIDDMN^ 

GVNPTEANCQMMDSSESOTJCKLILTLVKTGALVTAFVY\1GVSNNFNM^ 

INFrAELFFDSAGNIi,TSI^SLKTPIJ>JHKSGQTWIXWIXM^ 

EKNKTTFTEL\m:'QLVlTLLFPLTISVMLNQRAmADTSYCIRI^ 

QTSATTLVTS 

1.5: Serotype 20 fiber protein 

IQ^ra>FLTPPFVSSDGLQNFPPGVLSLKLADPIAIVNGmrSLKVGGGITVEQ^^ 

lANPKAPLQVANDKLEUSYAYPFETSANKLSLKVGQGLKVLDEKDSGGLQNLLG 

KLVVLTGKGIGVEELKNPDKTNRGVGINVRLGKDGGLSFNKNGELVAWNKHND 



• 
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Figure 7 cont. 

TGTLWTTPDPSPNCKIEEVKDSKLTLVLTKCGSQILATMAFQVVKGTYENISKNT 
AKNSFSIKIJLFDDNGKIJL£GSSLDKDYWNFRSDDSIIPNQYDNAWFMPN^ 
KPSTVlJ>STDKNSNGK^rIWSNLYl^GKAYQPVAVTITFNKmGC^YSIT^ 
KTYDVPIPFDSSSFT 

1.6: Serotype 23 fiber protein 

QISra»FLTPPFVSSDGFQNITPGVLSIJKl.ADPIArmGDVSLKVGGGLTVEQDSGNL 

KVNTKAPLQVAADKQIJEIALADPFEVSKGRLGlKAGHGUCVroNSISGLEGLVGT 

LVVLTGHGIGTEMJUNNDGSSRGVGINVRLGKDGGI^FDKKGDLVAWNKKYDT 

RTLWTIPDPSPNCKVIEAKDSKLTLVLTKCGSQILANMSLLILKGTYEYISNAIAN 

KSFTIKIJLFNDKGVIJyIDGSSIJ)KDYWKYKSDDSVMSKAYENAWI^ 

NPTTSTTNPSTDKKSNGJCNAIVSmnn-EGRAYQPVAmTFNKETGCT 

GWSKVYNDPIPFDTSSLT 

1.7: Serotype 24 fiber protein 

SCSCPSAPTIFMLLQMKRARPSEDTFNPVYPYGYARNQNIPFLTPPFVSSDGFQ 

NFPPGVI^LKLADPIAITNGDVSLKVGGGLTVEKDSGNIJCVNPKAPLQ\TTDKQ 

ELAI^YPFEVSNGKLGIKAGHGIJKVIDKIAGI^GIJVGTLVVLTGKGIGTEhn:^ 

DGSSRGVGINVRLAKDGGl^FDKKGDLVAWNKHDDRRTLWTTPDPSPNCTIDQ 

ERDSKLTLVLTKCGSQILANVSlXV\^GKFS>ni«WlSrmPTO 

LNOSSTLKKEYWNYRNDNSTVSQAYDNAWFMPNIKAYPKPTTDTSA 

SAAKRYIVSNVYIGGIJPDKTVVmKFNAETECAYSITFEFTWAKTFEDVQFDSSSF 

TFSYIAQE. 

1.8: Serotype 25 fiber protein 

SCSCPSAPTIFMLLQMKRARRSEDTFNPVYPYGYARNQNIPFLTPPFVSSDGFQ 

NFPPG\a^IJa.ADPmSNGDVSUCVGGGLTVEQDSGhn^VNPKAPLQVGTDKK^ 

ELAI^PF^ma^NKLDIXVGDGLKVroKSISXLPGlJJ<mL,VVLTGKGIGNEEL^ 

DDGSl^GVGLCVRIGEGGGLTFDDKGYLVAWNKKHDmTLWITLDPSPNCRID 

VDKDSKLTL\a-TKCGSQILANVSLL\^^aCGRFQNlJ<mCTNP^^-PKTF^^^ 

GILKDSSNIJ)KNYW^rYRNGNSIIJ\EQYKNAVGFWNLAAYPKSTTTQS^ 

OTIFGlSrnJDSQAYNPVVIKITFNQEADSAYSrilJSrYSWGKDYEbOT 

1.9: Serotype 27 fiber protein 

IPFLTPPFVSSDGFBa>JFPPGVI^IJaj^DPITlTNGDVSLKVGGGLVVEKESGK^ 

DPKTPLQVASDNICLELSYT^IAPFKVENDKI^LDVGHGLKVIGNEVSSLPGLINKLV 

VLTGKGIGTEELKEQNSDKnGVGINVRARGGLSFDNDGYLVAWNPKYDTRTLW 

TTPDTSPNCKMLTKKDSKLTLTLTKCGSQILGNVSIXAVSGKYL^fMTI^ 

IIXFDRNGVLMQESSLDKEYWNYR^^D^^^^VaGTPYENAVGFMPNLVAYPK^ 

DAK^^¥^SRSK^SNVYLKGIJYQPVIIIASFNQET^NGCVYSISFDFTCSKDYTGQQF 

DVTSF 

1.10: Serotype 28 fiber protein 

SCSCTSAFTIFMIXQlVOaRARPSEDTFNPVYPYGYARNQNIPFLTPPFVSSDGF 

NFPPGVLSLKLADPmANGDVSLKLGGGLTVEKESGNLTVNPKAPLQVASGQLE 

LAYYSPFDVKNNMLTLKAGHGIJ^VVTKD^^roLQPIJVlGTLVVLTGKGIGTGTSA 



• 
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Figure 7 cont. 

HGGTTOVRIGKNGSLAroKNGDLVAWDKENDRRTLWTTPDTSPNCKMSEVKDS 
KLTLILTKCGSQIIXjSVSIJJ^VKGEYQNMrASTNKhrVKITIJJro 
DKEYWNFRNM)STVSGKYENAWFMPMTAYKPVNSKSYARSHIFG>rV^^ 
YNPWnaSFNQETQNNCVYSISFDYTCSKEYTGMQFDVTSFTFSYIAQE. 

1.11: Serotype 29 fiber protein 

Q>ra>FLTPPFVSSDGFKNITPG\T^Ija.ADPIAITNGDVSUCVGGGLTVEQDSGNL 

SVM>KAPLQVGTDKKI^ALAPPFDVRDhna.AILVGDGLKVroRSISDlJPGIil^ 

LVVLTGKGIGNEELKNDDGSNKGVGLCVmGEGGGLTFDDKGYLVAWNNKHDI 

RTLWTTIJDPSPNCKroiEKDSKLTL\T^TKCGSQILANVSIJIVNGKF^ 

IJ»KSF^^K1JLFDQNGVI1JENSNIEKQYIJSIFRSGDSILPEPYI^ 

ATroQSKIYARNTIYGNTYIJ>NQPYNPV\naaTFNNEADSAYSITF^ 

NIPFDSTSFTS 

1.12: Serotype 30 fiber protein 

SCSCTSAPTIFMLLQMKRAIffSXDTFNPVYPYGYAIC^QMPFXT^ 

NFPPGVI^LKLADPIAITNGDVSLKVGGGLTVEQDSGNLSVNXKAPLQVGTDKK 

Lmj\LAPPFDVRDNiajULVGDGLKVIDRSISDLPGIJLJTn.V^^ 

NDDGSNKGVGLCVRIGEGGGLTXDDKGYLVAWNlsnKHDniTLWTTLDPSPNCKI 

DffiKDSKLTLVLTKCGSQILANVSIJrVNGKFKILNNKTDPSIJ»KSFNIK^^ 

VU^NSMEKQYLNFRSGDSIIJPEPYKNAIGFNIPNIXAYAKATTDQSKI^ 

G^^YlJ>NQPYWVVIKITFNNEADSAYSITF^^i'SW^KDYDMPro^ 



1.13: Serotype 32 fiber protein 

SCSCPSAPTIFMLLQMKRARPSEDTFNPVYPYGYARNQNIPFLTPPFVSSDGFQ 

NITPGVI^LKIJ\J5PmANGNVSLKVGGGLTL£QDSGKIJVNPKA^ 

I^YADPFETSANKLSUCVGHGI^VIJDEKNAGGUaJUGTLVVLTGKGIGVEELK 

NADNT^mGVGINVRLGKDGGIJSFDKKGDLVAWNKHDDRRTLWTT^ 

DEERDSKLTLVLTKCGSQnjid^SIXVVKGKFSNINNNTNPTO 

GVLMDSSSLKKEYWNYRlSroNSTVSQAYDNAWFMPMKAYPKPTTDTSAKPED 

KKSAAKRYIVSNVYIGGLPDKTVVITIKLNAETESAYSMTFEFTWAKTT^NLQFD 

SSSFTFSYIAQE. 

1.14: Serotype 33 fiber protein 

SCSCPSAPTIFMLLQMKRARFSEiyiTNPVYPYGYARNQNIPFLTPPFVSSDGFK 

NFPPGVLSI^ADPmTNGDVSO:VGGGLTLQEGSLTVNPKAPLQLAM)KI^^ 

VYDDPFEVSTNKI^LKVGHGLKVLDDKSAGGLQDUGKLVVLTGKGIGIENLQN 

DDGSSRGVGINVRLGTDGGLSFDRKGELVAWNRKDDRRTLWTTPDPSPNCKAE 

TEKDSKLTLVLTKCGSQILATVSnVLKGKYEFVKKETEPKSFDVKIiFDSKGVU. 

PTSNLSKEYW^mlSYDNNIGTPYENAWFIVIP^nLKAYPKPTKTASDK^ 

KNKWSNFYFGGQAYQPGTmKFNEETOETCAYSITFNFGWGKVYDN^ 

TFSYIAQE. 



1.15: Serotype 34 fiber protein 



# 
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Figure 7 cont. 

SCSCPSAPTIITVn.LQMKRARPSEDTIWVYPYEDESTSQHPFINPGHSPNG^^ 

SPDGVLTLKCLTPLTTTGGSLQIJKVGGGLTVDDTDGTLQKNmATTPITI^^ 

ELTIGNG^^QHNKLCAKLGNGLKFNNGDICIKDSI^^^.WGINPPPNCQI^^ 

TMDGKLTLVLVKNGGLVNGYVSLVGVSDTVNQMFTQKTANIQLRLYFDSSGNL 

LTDESDLKIPLKNKSSTATSETVASSKAFMPSTTAYPF^^^TTR^ 

TSYDRSIJTlJNfISIMLNSRNnSSNVAYAIQFEWNlJSrASESPEKQHNm.TrSPF^ 

nEDDN. 

1.16: Serotype 35 fiber protein 

SCSCPSAPTIFMLLQ^fKRARPSEDTI^^^PVYPYEDESTSQHPFI^fPGHSPNGF^ 

SPDGVLTIJKCXTPLTTTGGSLQLKVGGGLTVDDTDGTLQENIRATAPn^^ 

El^IGNGI£TQNNKLCAKLGNGIJKFNNGDIaKDSI^^Il.WTGI^fPPPN^ 

T^roGKLTLVLVKNGGLVNGYVSLVGVSDTVNQMFTQKTANIQLRLYFDSSGNL 

LTEESDLKJPUa^raCSSTATSEWASSKAFMPST^AYPF^^^TTRDSE^^ 

TSYDRSUTIJSlISIMLNSRMISSr^AYMQFEWNIJSrASESPESNIMTLTTSPF^ 

TEDDN. 

1.17 Serotype 36 fiber protein 

SCSCPSAPTIITN1LLQMKRAW»SEDTFWVYPYGYARNQNIPFLTPPFVSSDGFK 

NFPPGXO^LKIJ^DPIAIVNGDVSLKVGGGLTVEQDSGKLKVNPKIPLQVVNDQI^ 

IJ>lTDKPFKIENNKLAIJ)VGHGLKVIDKTISDLQGLVGKLVVLTGVGIGTETLKDK 

ndkvigsavnvrlgkdggij)fnkkgdlvawnryddrrtlwttpdpspnckvs 

eakdskltlvltkcgsqilasvaixivkgkyqtisestipkdqrnfsvklnifdekg 

kujdkssijdbceywnmsndswgtaydnawfmpnlkaypkntttsst^ 

sagkk^^:vs^^^m^egrvyqpvaltvkfnsm®caysitfdfw 

sssftfsyiaqe. 

1.18 Serotype 37 fiber protein 

SCSCPSAPTIFMLLQMKRAIUraEDTITSIPVYPYGYARNQMPFLTPPFVSSDGFK 

NFPPG\^.SlJKXADPITm«IGDYSLKVGGGLTLQIX3SLTVNPKAPLQV^TO 

AYDNPFESSANKI^IJCVGHGLKVIJDEKSAAGIJaDLIGKLVVLTGKGIGTENIJE^ 

TDGSSRGIGINVRAREGLTFD>n5GYLVAWNPKYDLRTLWITPDTSPNC^ 

DSKLTLVLTKCGSQIlANVSLIVVAGKYHIINNKTNPKIKSFnKlJ^^ 

NSNLGKAYWNFRSGNSNVSTAYEKAIGFlSff>n.VAVSKPSNSKKYARDIVYGNIY 

LGGKPDQPGVIKTTFNQETGCEYSITFNFSWSKTYENVH^TTSFTFSYIAQE. 

1.19 Serotype 38 fiber protein 

SCSCPSAPTTFMLLQMKRARPSEDTFNPVYPYGYARNQNIPFXTPPF^ 

NFPPGVI^Ua:.ADPmANGNVSLKVGGGLTLEQDSGKIJVNXKAPLQVAhroK^ 

I^YADPFETSANKI^IJKVGHGIJCVIJJEKNAGGLKDLIGTLVVLTGKGIGVEELX 

NADmrnGVGINVRLGKDGGI^FDKKGDXYAWNKHDDRRTLWTTPDPSPNCn 

DEERDSKLTLVLTKCXJSQIIJVNVSLLVVKGKFSNINNNTNFroi^^ 

GVLMDSSSLKKEYWNYRNDNSTVSQAYDNAWFNn>NIKAYPKPTTDTS>^ 

KKSAAKRYIVShrVYIGGU>DKTVVmKIJ^AElESAYSMTFEFTWAKTFE^ 

SSSFTFSYIAQE. 
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Figure 7 cont. 



1.20 Serotype 39 fiber protein 

miSPSSIJPLSPPMDSKTSPLGCYHSNWLTQSPSPMGMSHSRWEGGSPWQEGTG 

DLKVNAKSPLQVATNKQLEIALAKPFEEBa)GKIJVLKIGHGLA\r\n3EN^^ 

IGTLVILTGKGIGTGRAESGGTroVia.GSGGGLSFDKDGNLVAWNKDDDRRTLW 

TrPDPSPNCKIDQDKDSKLTFVLTKCGSQIIj\hnvlSLLVVKGKFSMIN^ 

DYKKFTIKIXH)EKGVIXKDSSIJDKEYWNYRSNNNNVGSAYEEAVGI^ 

YPKPPTPPT^^^TPI^SQAK^fKYVSNVYLGGQAG^«»VATTVSF^^^^ 

FDFAWNKTYENVQC. 

1.21: Serotype 42 fiber protein 

SCSCPSAPTIFMLLQMKRARFSEDTFNPVYPYGYARNQNIPFLTPPFVSSDGFK 

^IFPPGVl^LKLANPLAITNGDVSLKVGGGLTLQDGTGKLTIDTKTPLQVA^mK^ 

IJVFDAPLYEKNGKLALKTGHGLAVLTKDIGIPELIGSLVILTGKGIGTGTVAGGGT 

roVlU^GDDGGLSFDKKGDLVAWNKK>nDRRTLWTTPDPSPNCRVSEDKDSKLTLI 

LTKCGSQn^ASFSIXVVXGTYTTVDKNTTNKQFSIKIJLJ^ANGKLKSESNI^ 

NYRSDNSWSTPYDNAWFMP>nTAYPBaiNSTroPENKKSSAKKTIVGNVYLEG 

NAGQPVAVAISFNKETTADYSirFDFAWSKAYETPWFDTSSMTFSYIAQE. 

1.22: Serotype 43 fiber protein 

NIPXLTPPFVSSDGFKhnETPGVLSLKLADPITITNGDVSIJtVGGGLTVEKESGh^ 

VNPKAPLQVAKGQI^AYDSPFDVKNNMLTLXAGHGLAVVTKD^m)LQPlJVIG 

TLVVLTGKGIGTGTSAHGGTroVWGKNGSLAFDKDGDLVAWDKENDRRTLWT 

TPDTSPNCKMSEAKDSKLTLILTKCGSQILGSVSIJLAVKGEYQNM^ANTKK^^^ 

TLLFDANG\aXAGSSXXKEYWNFRSNDSTVSGNYENAVQF^^N^^AYKPTNSKS 

YARSVIFGNVYIDAKPYlsnPVVIKISFNQETQlWCVYSISFDYTLSKDYPNMQro 

TLS 

1.23: Serotype 44 fiber protein 

^^PFLTPPFVSSDGFQNFPPGVI^LKLADPITITNG^^VSLKVGGGLTIXJEG^^ 

WAKSPIjQVATNKQLEL\LAKPFEEKrH3KLALKIGHGI^VVDEhnEmiLQSUGTL 

VILTGKGIGTCSAESGGTroVRLGSGGGl^FDKDGNLVAWNKDDDRRTLWTTPD 

PSPNCKTOQDKDSKLTFVLTKCGSQILAhnyiSlXVVKGKFSMIlWKVNGTDDYKK 

FriKIJLJTDEKGVlXKDSSU)KEYWNYRS>n^NNVGSAYEEAVGFMPSTTAYPKPP 

TPPTNPTIPl^SQAKNKYVSNVYLGGQAGNPVATTVSFNKETGCn^ 

WNKTYENVQFDSSF 

1.24: Serotype 45 fiber protein 

NIPFLTPPFVSSDGFQNFPPGVLSIJa.ADPIAITNGDVSLKVGGGLTVEKDSGNLK 

VNPKAPUJVTTOKQIJEIALAYPFEVSNGKLGIKAGHGUCVIDKIAGI^GLAGTLV 

\TLTGKGIGTENIJENSDGSSRGVGINVRIJ>iKDGVLAFDKKGDLVAWNKffl)DR^ 

LWTTPDPSPNCTIDQEEUDSKLTLAn-.TKCGSQILANVSIXVVKGKFSNlNN^ 

DKKITVKIJLFNEKGVLMDSSTLKKEYWNYR^roNSWSQAYDNAV^ 

PKPSTDTSAKPEDKKSAAKRYWSlWYIGGIJ>DKTVVrnKFNAETECA 

WAKTFEDVQCDSSSFT 



1.25: Serotype 46 fiber protein 



• 
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MPFLTPPFVSSDGFKNFPPGVLSLKLADPIAIWGDVSLKVGGGLTLQEGM.TVD 

AKAPLQVA^ro^^a.ELSYADPFEVKDTKLQLKVGHGLKVlDEKTSSGLQSUGNL 

VVLTGKGIGTQELKDKDDETKMGVGI^^SaUGK^IESLAFDKDG^ILVAWDNE^^DR 

RTLWTTPDTSSKFV^STEKDSKLTLVLTKCGSQIlJV.SVSIiAVAGSYIJ^IMr 

QKSIKVSIJVIFDSKGIJLJvriTSSroKGYWNYRNKNS 

RPNTPDSKIYARSKIVGNVYI^GLAYQPIVrrVSFNQEKDASCAYSITFEFAWNKD 
YVGQFDTTSFT 

1 .26 Serotype 47 fiber protein 

SCreAPTIF^ILLQMKatARPSEDTFNPVYPYGYARNQ^«PFLTPPFVSSDGI^^ 

PPGVI^LKI.ADPITITNGDVSLKVGGGLTLQEGTG^^^TWAKAPLQVADDKKLE 

I^YDNPFEVSANKIJSIJCVGHGI^VIJDEKNSGGLQEUGKLVILTGKGIGVEELKN 

ADNTNRGVGIN\TEaX}KIXK3I^FDKKGELVAWNKHNDTRTLWT^ 

QDKDSKLTLVLTKCGSQn^TMAFQVVKGTYEMSKKTAKKSFSIKIJJT^ 

IJEGSSIJ)KDYWNFRNDDSI^IPNQYDNAWF^IP^^^KAYPNPKTSTVIPSTO 

GKhTIWSNfLYI^GKAYQPVAVTTITNKETGCrYSIl^ 

TFSYIAQE. 

1.27: Serotype 48 fiber protein 

SDIPFLTPPFVSSIXJFQNH'PGVI^LKLADPITITNGNVSIJKVGGGLTLQEGTGDLK 

VNAKSPLQVATNKQIJEIAIAKPFEEKDGKLALKIGHELAVVDENLTHLQSLIGT^ 

YILTGKGIGTGRAESGGTTOVRLGSGGGI^FDKDGl^VAWNKDDDRRTLWTTPD 

PSPNCKIDQDKDSKLTFVLTKCGSQILANMSIXVVKGKFSMDWKW 

FTIKIJLFDEKGVIJLKDSSU)KEYWNYRSNhnSINVGSAY^ 

TPFn«^TPI£KSQAK^^K:YVS^^v^ax3GQAGNPVATTvsF^^^ 

WNKTYKMAFDPRFNF 
1.28: Serotype 49 fiber protein 

SCSCa'SAPTIFMIXQMKRARPSEI>Tin>«»AryPYGYARNQNIPF^ 

NFPPGVI^LIO-ADPIAITNGNVSLKVGGGLTVEQDSGNlJCVlSnPKAPLQVATDNQ 

mSLADPFEVKNKKI^UCVGHGLKVlDEMSTLQGIiG^^.VVLTGMGIGTEELK 

KDDOVGSAVNVRLGQDGGLTFDKKGDLVAWNKENDRRTLWTTPDPSPNCKVS 

EEKDSKLTL\T-TKCGSQILASVSIiVVKGKFANINNKTWGEDYKXFSVK^ 

NGKIXTGSSU)GNYWNYKNKDSVIGSPYENAWFMPNSTAYPKIINNGTANPED 

KKSAAKKTIVT^^S^n.GGDAAKPVATTISFNKETESNCVYSITFDFAWl^TYK^ 

PFDSSSLTFSYIAQE. 

1.29.: Serotype 51 Fiber protein 

SCSCPSAPTIFMLLQMIalARPSEDTP^VPVYPYEDESTSQHPFI^rt>GHSPNGF^ 

SPDGVLTLJ>Ja.TPLTTTGGPU2IJ^GGGIJVDDTDGTLQENmWAPIT^^ 

El^IGNGLETQNNKLCAKLGNGLKFNNGDICIKDSINTLWGIKPPPNCQIVE^ 

TM5GKLTL\a.VKNGGLVNGYVSLVGVSDT\^QMFrQKSATIQIJU.YFDSSGNIi 

TDESNIiaPLKNKSSTATSEAATSSKAFMPSTTAYPF^^T^U3SE^^^ 

SYDRSLVPLMSXMUSrSRTISSNVAYMQFEWNLNAKESPESNIATLTTSPFFFSYIIE 

DTTKCISLCYVSTCLFFN 
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Rgure 9 



Sbfl 
19776 




PCR fragments 



I 



BamHI BamHI 



Fse! Muni 



Spel 



Sbfl 




1 : AHGX1 : 5'- CCT GGT GCT GCC AAC AGC- 3' 

2 : AHex2: 5'- CC GGATCC CAATTG GGA AAG CGG GCG CGC G- 3* 

3 : AHex3: 5'- CO GGATCC TG ATCA AGA AGC AAG CAA CAT CAA CAA C- 3' 

4: AHex4: 5'- GAG AAG GGC ATG GAG GCT G- 3' 
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Figure 10 

1.1: Serotype 34 hexon protein 

LSRRAPGFPLVKMATPSMmjWAYMHIAGQDASEYLSPGLVQFARATDTYFNL 

GNKFRM>TVAPTHDVTTDRSQRLMLRFWVDREDNTYSYKWYTLAVGDNR 

DMASTFFDIRGVLDRGPSFKPYSGTAYNSLAPKGAPNASQWLDKGVTSTGLVDD 

G^m)DGEEAKKATYTFGNAPVKAEAEITKDGLPVGLEVSTEGPKPIYADKLYQP 

EPQVGDETWTDLDGKTEEYGGRVLKPETKMKPCYGSFAKPTNIKGGQAKVKPK 

EDDGTNNffiYDIDMJ^nFFDLRSQRSELKPKIVMYAENVDLECPDTHVVYKPGVSD 

ASSETM.GQQSMPNRPNm[GFRDNFIGLMYYNSTGNMGVLAGQASQ 

QDRNTEI^YQLLDSLGDRTRYFSMWNQAVDSYDPDVRVEENHGVEDELPNYCF 

PLDGVGPRTDSYKEIKPNGDQSTWTNVDPTGSSELAKGNPFAMEINLQANLWRS 

FLYSNVALYLPDSYKYTPSNVTIJPENKNTYDYMNGRVVPPSLVDTYVNIGARWS 

LDAMDKVNPFNffimNAGLRYRSNILLGNGRYWFfflQVPQKFFAVKNLLLLPGS 

YTYEWNFRKDVNMVLQSSLGNDlJlVDGASISFrSINLYATFFPMAHm'ASTI^A 

MLRNDTNDQSF^^:>YI^AANMLYPIPANATNIPISIPSRNWAAFRGWSFTRLKTKE 

TPSLGSGFDPYFVYSGSIPLDGTFYLNHTFKKVSIMFDSSVSWPG^^DRIJ^P^ffiFE^ 

KRTVDGEGYNVAQCNMTDWFLVQMLANYNIGYQGFYIPEGYKDRMYSFFRNF 

QPMSRQVVDEV^nfKDFKAVIPYQHNNSGFVGYMAPTMRQGQPYPANYPYPLIG 

TTAVNSWQKKFLaDRTMWRIPFSSNFMSMGALTDLGQNMLYANSAHALD^m^ 

EVDPMDEPTIJLYLLFEVFDVVRVQPHRGnEAVYLRTPFSAGNATT. 

1.2: Serotype 35 hexon protein 

L^RRAPGFPLVKMATPSMLPQWAYMHIAGQDASEYLSPGLVQFARATDTYFNL 

G^^KFRNPTVAF^roVTTDRSQRLMLRFVTVDREDNTYSYKVRYTLAVGDNRVL 

DMASTFFDIRGVLDRGPSFKPYSGTAYNSLAPKGAPNASQWLDKGVTSTGLVDD 

GOTDDGEEAKKATYTFGNAPVKAEAETTKDGLPVGLEVSTEGPKPIYADKLYQP 

EPQVGDTWTDUDGKTEEYGGRVLBCPETKMKPCYGSFAKPTNIKGGQAKVKPKE 

DDGTNMYDroM^nF^ET)LRSQRSEL^□PKIVMYAE^AaDlJECPDTHVVYKPGVSDAS 

SETNLGQQMPNRPNYIGFRDNFIGLMYYNSTGNMGVLAGQASQLNAVVDLQDR 

NTELSYQLLI^LGDRTRYFSMWNQAVDSYDPDWVffiNHG\^DEIJ>NYC3^LX>G 

VGPRTDSYKEIPNGDQSTWTlSmDPTGSSEI.AKGNPFAMEIM.QANL,WRSFLYSN 

VALYLPDSYKYTSNVTLPENKOTYDYMNGRVVPPSLVDTYVNIGARWSLDAMD 

]>rWPFNHHRNAGRYRSMLLGNGRY\TPFmQVPQKFFAVKNLLIXPGSYTY 

FRKDVNMVLQSSIJ)LRVDGASISFTSrm^YATFFPMAHNTASTlJEAMI^^ 

QSF^mYl^AANMLYPIANAT^^PISIPSRNWAAFRGWSFIm,KTKE^PSL^ 

YFVYSGSIPYIJDGTFYLHTFKKVSIMFbSSVSWPGNDRLLSPNEFEIKRTVDGEGY 

>rVAQCNMTKI)WFLVQLANYMGYQGFYIPEGYKI)RMYSFFRNFQPMSRQV^ 

VNYKDFKAVAIPYQHNNGFVGYMAPTMRQGQPYPANYPYPIJGTrAVNSVTQK 

KELCDRTMWRIPFSSNFMSALTDLGQNMLYANSAHAU)MTFE\^PNroEPTI^ 

LLFEVFDVVRVHQPHRGIIEAVLRTPFSAGNATT. 



1.3 Serotj^e 36 hexon protein 



• 
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Figure 10 cont* 

I^RRAPGFPLVKMATPSMLPQWAYMmAGQDASEYLSPGLVQFARATO 

GNKFRJ^VAPTHDVTTDRSQRLMLRFWVDR^ 

DMASTFFDmGVIJ)RGPSFKPYSGTAYNSLAPKGAPNASQWIJ3K^ 

GNTDDGEEAKXATYTFGNAPXTCAEAEITKDGLPVGI^VSTC 

EPQVGDTWTDIJ^GKTEEYGGRVLKPKIXMKPCYGSFAK^ 

DDGTNNIYDroMNFFDLRSQRSELKPKIV\^ 

SETNLGQQSMPNRPNYIGFRDNHGLMYYNSTGNM 

R^^I^SYQLLDSLGDRTRYFSMWNQAVDSYDPDVRVmNHGVEDELP^r^ 

GVGPRTDSYKIKPNGDQSTWTNTVODPTGSSEIJVKGNPFAJ^^ 

^^VALY1PDSYKYTPSNVTLPENKOTYDYMNGRWPPSLVDT^^^ 

MDNVNPFNHHRAGLRYRSMIXGNGRYWFfflQWQKFFAVKNLIX 

WNFRKDVNMVLQSLGNDLJlVDGASISFrSINLYATFFPM^ 

T^roQSF^^)YI^AANMLYPIPANATNIPISIPSR^^^ 

GFDPYFVYSGSIPYDGTFYLNHTFKKVSIMFDSSVSWPGM)R 

GEGYNVAQCNMTKWFLVQMLA>rm[GYQGFYIPEGYKDRMYSFFRNFQPMSR 

QVVDEVNYKDFKAVIYQHhmSGFVGYMAPTMRQGQPYPANYPYPLIGTTAVN^ 

VTQKKFLCDRTMWRIPFSSNFMSMGALTDLGQNMLYANSAHALDMT^ 

DEPTLLYLLFEVFDVVRVQPHRGIIEAVYLRTPFSAGNATT. 

1.4: Serotype 41 hexon protein 

vcvlwaargaaepprarfplvkmatpsmmpqwaymfflagqdaseylspglvq 

faratdtyfslgnkfr^fptvapthd\^^tdrsqrltlr^ 

lagdnrvlj:)mastyfdirgvldrgpsfkpysgtaynslapkgapnssqwadke 

rvnggg^^xdvtktfgvaamggeditekglkigtdtta^^epif/^ 

geenqetfvfyggralkketkmkpcygsfarfhsfekggqak^ 

dit^lafdtpggtitggtggpqdelkadivmyte^na^etpd 

EINLVQSMPNRPhTi^IGFRDNFVGIJVrYYN^^ 
TEI^YQIJUDSLGDRTRYFSMWNSA\a)SYDPDVRim^ 
TNSAFQGKIKQNQDGDVNDDWEKX)DKVSTQNQICKGMYAMEINLQAN^ 
LYSNrVALYIJ)SYKYTPAmai-PTNTOTYEYN^ 

PMDNVNPFNHRNAGmYRSNASGQRPUlAU^HPSAPKVLCHQEPAP^ 

VELPQGRQHDAEFPRKRPARRRRLRAIJR.QRQPLCHILPHGAQHRLHPGSH^ 

HQRP\^QRLPLRQHAIJ>HPGQGHQRAHLHPLAQLGRLSRLEFHPAQDQGNSFPR 

LGFRPIXCIiGLHPLPRRDUJ^QPHLQEGLHHVRLLGQLARQRPAVTPNETO 

VDGEGYNVAQCMTKDWFLVQMI^HYMGYQGFEWPEGYKDRMYSFFROT 

SRQVVDEINYIaDYA\^XPFQH^WSGFTGYLAPT^^ 

SXHTQKKFLCDRVMWRIPFSSNFMSMGALTDLGQN^ 

DEPTLI-YIJJ^VFDVVVHQPHRGVIEAVYLRTPFSAGNATT. 
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